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RESULTS AND DISCUSSION 

6.1 

<£r 

« Text 

A- —> -/L , \ /__ 

6.1.1 

— <l/o< LO /- 

j Biochemical parameters 






/ -f 


The long range goal of studies such as teWrs one is to find bio¬ 
chemical markers for specific PLC types, e. g. macrophages, gran¬ 
ulocytes and lymphocyte^ and/or subpopulations of a single PLC <£— 
type, e. g. bacteri m -» yro ally active macrophages. As classical 
biochemical methods generally require homogenization of tissue, 
the previous identification and separation of specific cell popu¬ 
lation is a prerequisite to the assignment of any marker to a 

f \ 

given cell type. f. 


iftT 


1 


(,-3* 


Flow cytometric v methods may one day replace classical biochemical 
methods by analyzing single cells in suspension individually or 
at least by sorting out specific subpopulations for furt her bio¬ 
chemical analysis. WlHrh—bh-ese th o ught s 3 classical bio- 


/ 


chemical mefTTOd'S Wef~e ~"included as parameters in this study. 

These methods are still under development^ and are especially C~- 
limited by their determination in homogenates of the crude pools 
containing various cell types N ^descr ibed in the following chapters 
on microscopic and flow cytometric methods. The short-term goal 
here is to find theljp detection limits and test for their general 
applicability in FLC studies. ^—-—* TTr?—, 

6. 1.1.1 IFLC protein pattern in 3DS-PAGE 
/ 

The 1st problem in developing a small scaled electrophoresis 
method, lies in the determination of small amounts of protein 
(. LT. 1 microgram) m solutions containing substances which e-eir 
cause artifacts or high blanks, e. g. SD£L. This problem has now 

NX'" 1 ' ——t——-.- 
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f <X 

been pjer^olved by the adapti^rrT of —method where protein is 
precipitated/"Schaffner and Weissma n^l 973^ washed and determined 
photometrically by dye bindingN Tifr»TT7 . With this .method, / 
protein can be determined from almost any solution in -ftenregram 


amounts. 




The protein determinations indicate that 1E6 macrophages/milliliter 
yield approx. 0.1 milligram protein/mil/liter (see BC TABLES 


and 


...). Except for 




increase' 


to, granulocyte s\ i'n i^<— 

gr 


1 —GRi^'rfcS' pool dependent variations were found. A comparison 
and 2-GR to control, however, revealed^an approx. 2-fold increase 
in protein for both groups relative to 0-GR (see BC TABLE •.). At 
least part of the increase in the 1-GR can be explained by the 
presence of the large number of granulocytes, however, the increase 

4,kc 

for 2-GR appears : to be due neither to granulocyte or macrophage 
number nor an increase in macrophage size (see microscopic and 
flow cytometric parameters . .. ). ^ /-vv? i *3*'; A-*. 'j 

Due to the low concentra tion of FLC protein in samples after 
washing^^onT^T maximum of^,approx. 5 micrograms protein per slot 
could be applied to the gelH This amount of protein was too small 
to allow quantification of the smaller components of the protein 

JnUiiOilT 

pattern when stained with Coomassie $lue (see BC TABLE .. and BC 
FIGURE ..). Using this method, a decrease in a protein of approx.^ 
45000 daltons was found for Mj/s and ^S^S-exposed groups relative to Hr 
control, while another protein of approx. 15000 daltons demon- 


-LmtJe - rae'-'- a £ £ ff gt (see BC TABLE 


and BC FIGURE 


) . 


strated^ ^fcfca 

-a,., 

As the concentration of^small samples is tedious and accompanied 

by large losses^ the recently described silver staining method 

of Merril et al. (1981) was tested on these samples. This protein 

Im'JJk'bu-f- 

stain is 10 to 50-fold more sensitive than Coomassie glue (see 
BC FIGURE ..) and offered the possibility of quantitating some 
of the smaller FLC protein components- With this method^ the 
decrease in a protein at or about 45000 daltons was confirmed^ 
but the increase at or about 15000 daltons^was not reproduced. 

3;,.. W ;£L 5,.- V,, it!.,.: A w;')-;.- 
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The largest change seen after silver staining of FLC proteins 
was an increase in a protein of approx. 12000 daltons in treatment 
groups. This increase was 4—fold for 1—GR and 7—fold for 2—GR, 
and appears to correlate with a change in FLC protein pattern 
seen in a previous study (a). A small decrease in the amount 
of an approx. 1 6000-dc^-ton^ component was also found for 1-GR 
and 2-GR relative to 0-GR, however changes in this molecular 
weight range could also be due to hemoglobin from contaminating 
erythrocytes (see flow cytometer differential counting). 


From the above it appears that there are major changes in the 
protein pattern of FLC after smoke exposure, and silver staining 
increases the sensitivity of this method so that fractions of 
FLC subpopulations, i. e. 1E4 FLC^which could be obtained by 
sorting in a flow pytometer, might be studied. 


6.1.1.2 FLC phospholipids and fatty acids 





Due to high blanks and.„l-ow sensitivity of phospholipid deter¬ 
mination based on'^arT^anorganic phosphorus assay, the amount of 
phospholipid."in FLC could only be determined for 5 pools (see BC 
TABLE 9).Vrhis parameter also reflects the problem of reference 
point in crude FLC fractions. The number of macrophages as a 
reference do^not allow for the contribution of granulocytes, while 
the smaller size of granulocytes is neglected when the number of 
FLC is taken as a reference. Thus protein appears to be the best 
reference point and should be determined routinely for all frac¬ 
tions in future studies. Despite the small number of data and large 
variations, an extrem^elevation of phospholipid in FLC, as reported 
for . ghl-QX&h entermine -kyl phospholipidosi s (Reasor, 1 983) (afterT//.) 
smoke exposure Iwould not 1 appear probable.. This 




. up j 


(a) see REFERENCES: INBIFO study A 0500/3056 (FLC substudy) 
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is also in agreement with another smoke exposure study reported 
(De Lucia, 1982). With a detection limit of 5E6 macrophages, 
the determination of phospholipid using the methods described 
does not appear promising for future studies. 


As a capillary gas chromatographic method for the analysis of 
fatty acid methyl esters (FAME) was available in—the —angjyfeigaX ^ 
~ d e p a and this method is extremely sensitive 

U)^^eff«t .was made to determine the fatty acid content and 
pattern in the remaining samples. 


As a measure of phospholipid, the total integrated area of FAME 
per 1E6 FLC in each sample was determined. The mean of all weighted 
pools for this parameter in the 0-GR was 4.2 + O- G j (N = 6) units 
FAME total area per 1E6 FLC (see BC TABLES 10 and 11). The mean 
value was decreased in the 1-GR to 0.6-fold relative to the 0-GR, 
while the mean value for the 2-GR was similar to control, 1.1-fold. 
This decrease in the total amount of FAME found per FLC in the 
1-GR, however, is\Zprobably?most3v due to the smaller contribution 
of granulocytes per cell due to their smaller size. 


In addition to total FAME the amounts of palmitic acid methyl 
ester (PAME)V'and stearic acid methyl ester (SAME) were determined. 
The mean value for PAME of weighted pools for 0-GR was (N “ 

£ £) micrograms per 1E6 FLC (see BC TABLES 12 and 13). The same 
parameter for the 1-GR yielded a value of 23.0 or 0.8-fold of 
control (N = 3). The 1-GR also demonstrated an increasing trend 

with increasing number of cycles. This effect could be explained by 
the decrease in proportion of granulocytes* wtoriiu 

vr^jC-ou I'd^-n opTa : i he"d^ by e\ The small number of data 

especially for 2-GR, however, do not allow a definitive inter¬ 
pretation of these effects. 


(a) detection limit for total fatty acid methyl ester (FAME) 
pattern from .LT.1E3 macrophages 
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The mean value for SAME of weighted pools for 0-GR was /<?'r ! + Ct'Ji 
(N =.^S" micrograms per 1E6 PLC (see BC TABLES 14 and 15), or 
approx. 0.3-fold of PANE for control PLC. This parameter yielded 
values of t?l + ?’A . (N = 4 ) and 10.9 £ r*.. (N = 2) for the 1-GR 
and 2-GR respectively. Thus 1 ETfisTS wd'S 1 "■ mr"■■ iatgy. 1 ""dlffyryftce 1 "'■s’e^ri* 









For" the ratio bf PAME (16 ! 0) to SAME (18 : 0) in the individual 
pools<^.h»£wNjMfrr there was a difference between early and late 
cycles (see BC TABLE 16). The mean ratio (16 : 0/18 : 0) for 


al 1 . groups for poo Is 1, 


was 1.6-fold of that found for 


pools 2, 4, 6 and 7 (see BC TABLE 17). As the ratio (16 : 0/18 : 0) 

content'lof surfactant is very high in comparison to cellular 

\ A-\JV.l3£ V- <** 

jnembrarje ^lipids (Spalding f 1983) , this difference in FAME probably 
i-is related s to the presence of surfactant in FLC either as non- 

- ■ r r Slij i Sr.-iBs? ^ 1 

specifically bound material on the cell surface, or as phagocytized 
mate^ial^{Eckert,,1983). Thus despite the incomplete data set due 

( .* j J * j\>’: - t " *--1 k • ^ * >"■-•_ E* ; \ -‘-“ff “ \ 

to~lack of material, FAME analyses of;FLC appear to be of interest 
in future studies. V \ 

. ... V.. i?.c ]a^ ) 

■ '-:vai ; ' ^ “ <> 

Sllf:;*®#/ r . : ' 

6 t J j_^j 3/ Acid^ phosphatase activity (ACP) 

•i- •. %&?$$$.»: 4i •• -• •/ • •: ' •'*. . . 

ACP.;activity of rat pulmonary macrophages has been reported to 
be' increased"by cigarette smoke exposure (Martin, 1973). A fluoro- 

?.*r :.,r • . /. , j'4:. ; ; : 3 

me'tt ic-inetdo^,. has been developed at INBIPO for this parameter 
(a), but no comparison of control and smoke-exposed FLC was made in 
ithis.•jprevious study, .^Th'trs- this parameter was included in the 
present study. - 


Lr* ' ■ ' 




' _ • \ : ? ••••••, - " ‘ ' • • 

Although this method is very sensitive, with a detection limit 

of approx. 2E4/FLC, the day to day variations were as much as 


;r 4-fold: for :, r the ..control (see BC TABLE 18). The mean ACP for all 
pool s'n: in the. 3 experiments for 0-GR was 257 + 41 units per 1E6 


i * .TwSEt • 


. ^ stL^y7j^p00/3C52^ . 
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be expected in the induction” dfa^PsSTHT'Confit^ltibri-bf T‘iUd^/an|fs-f^^.:4 r - ., 
interpretation, however/ will require-more data afe-V?** 1 —.**~*~a+2m»*»-.r*+' l +*r .. 
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6.1.2 PLC .distributipn_and_numberr//..// *”'_ 
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As hemocytometer r counts... f romr^lavage; medium haveybeen shoWh:p:ia^a^^f^j 

previous study (a) to beinaccUrata^due^t^t^i : io^Son&li/£ipn^^^.ij 


of PLC, only ' cytocentrif uge- preparations - f rom iavac|efmedj 
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tewithou^^ and magnesium were used as lavage medium 

':^v*instead^of PBS aionJ/ This effect of lavage medium on the relative 
v number : of'granulocytes in FLC was confirmed by the data for 2-GR. 

i. .o • f 'dSiK- , J It, ; • W"” • »• * .** fc* V--y* <••* •* \ 

• 'IitHthi^' r g roup^t h*~ r e 1 ative number of granulocytes increased 
-.S firotf approxH’l3-percent in pool 1 to 31 percent in pool 3 and 22 
■^p^cent^in^pbol S for-lav age - medium (see BC TABLE 28 and BC FIGURE 

s^TherrespectiveSyaiues for relative number of granulocytes for 
^^resu^ensioi^nedium were ^percent, 26* percent and 2# percent {see 
: '''t^ble^' 3oI-an<iBC FIGURE ..). A similar decrease in the relative 


^if^pwSl^^rg^anuio^tes for 1-GR in"pool 1 from 72 percent in lavage 
-V me^ium"^; tox60^percent. in resuspension medium indicate a specific 
v-'5•-*loag^of^‘gramiiocytes 1 during harvest' when PBS alone was the lavage 
'V .^inedium?VDue^.to',their lack of. adherence, granulocytes were con- 
•' tiier'.iat : 3.' cycles,'' however^ this effect was not in- 

I r as much" as expected by the addition of calcium and mag— 
'”*o'’PBS?>f see BC'TABLES 28 and 30 and BC FIGURES , .J . 

^.sbESt:-. ~V ' 




, ^ ^ 


; vM 






661 a^ r for**,absolute^ number^of macrophages 


£3^®) per 

fo^PB^^PBSl v pIus-BSftiy and^i'B&^plus. BSA preiavaged with pbs 

; r ■ « 1 .. /if 1 >• 4 «im ^ -» v*v 4 nm vnonarti- ■Jirn 1 ir Th ' ypanAflb 1 


I-git we 




.farid magnesium ’.respectively,, „ The-i||fc respective values 
KjT57%|), i^l.V+r.o;^ and 2.et+^T® (see BC 
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!-• BC< FIGURE 
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Thus both sham and MSff-exposed rats 
demonstratedi?significant differences2.in the number of macrophages 
^ilavagedSr.depending;;:on: the lavage .mediunr.used, but. independent of . 

• their.,.treatmeht- {see BC TABLES 35 and-36 and BC FIGURES ..). The 
1 1 pdol's'n1 fian5 also demonstrated a significant decrease m the 
' '' Tabsolute^humber of^. lavaged.; macrophages ^ ; in; the.,: 1-GR relative to 
OtGR whichXcould', be . interpreted" as an,-increase in macrophage 
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adherence due to MS# exposure. Similar effects on absolute macro¬ 
phage number for 0-GR and 1-GR were also seen in a previous study 
(a). The decrease in absolute macrophage number also seen in 
the same study (a) for 2-GR, was reproduced in this study for 
PBS alone and PBS plus BSA prelavaged with PBS plus calcium and 
magnesium. The.^ weighted means were 0.4E6 and 2.3E6 respectively. 
For PBS plus BSA without prelavage, this parameter for the 2-GR 
was elevated relative to 0-GR and 1-GR, i. e. weighted mean of 
2.6E6 macrophages/rat. 

For this as well as’all other parameters, however, one must con- 
sider that these are single determinations in this study for SS, 

as points of interest i&t\ future 

- ft C. \ 

U 1 » 


lira. -T-ftili” ;*! 


exposure, and -eair^pnly be 
studies. •> ••• 


. j - ''J> -I/.C 




P»V- /. •' *?• . 

Another interesting observation on absolute macrophage number wasi 
that,despite the unexpectedly large number of macrophages removed 
by preiaVage with PBS plus calcium and magnesium, the number of 
macrpphages- recovered in the following 10 cycles with PBS plus BSA 
was'.'increased for 0-GR and 1-GR relative to the same number of 

..** Sy-.vVt J _ *,./ • . . - • ... ----- . . ' ?..• ■ 

cycles with . PBS plus BSA without prelavage (see BC FIGURE . .)• 




■ v-i.;- 




' Thq^det^rminatign ..of absolute granulocyte number m a hemocytaneter 
with;. : >; un-!srtw i A ft c4 , .^yj.able cells has-been shown m a previous study 
, (a) to r be ..extremly inaccurate. Thus this determination was not 
performed in this^ study. Changes]' in the relative number of cell 
populations f '_ j^'eyer f are interdependent and can be misleading 
or at best : difficult to interpret. Therefore, the absolutC-number <^— 

of. granulocytes ..was calculated from relative values for macro- 

■ \ ■ ' ••••• : ■ ■ v;~<v ■: -• 

phages "an<iy,gra|iiulocytes in cytocentnfuge preparations and the 
absolute "number“of macrophages in resuspension medium (see BC 

and BC FIGURE ..) , Both the larger relative 

: '% : • . \"ly. .. . • 
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number of granulocytes in early cycles and the decrease in relative 
number of granulocytes recovered with PBS were confirmed by cal¬ 
culated .absolute/numbers. Further, more granulocytes were recovered 

by 3 cycles of PBS plus calcium and magnesium .&-S" in 10 cycles 

' / _._ _ 

wlth PBS alon T ^ ~ (/w 'bSft 

• ... (j T ^%LZ -3 8 )' x 

6 . 1.3 Viabil ity_of _macroghages L ^ 15 r>^ c I'hcj 

''Si 


1 ^"=r.( 


The viability of FLC determined immediately after harvest by 
dye exclusion appeared to be good, 94 percent or more viable 
macrophages, (see BC TABLES 39 and 4 0 and BC FIGURES ..). Closer 
observation,'however, revealed that pool 1 of experiment 1 for 0-GR 
and 1-GR were the lowest values found (see BC TABLE 39). The means 
of’'pools" (see BC jfrABLE 40) also revealed a decrease in viability 

for ' 7 . ' " .' 

( 1 ) early Versus late cycles, 

(2) smoke-exposed versus sham control groups 

and _!,r ; ■ ■ ■ . 

(3) PBS versus other lavage media. 




These differences, however, were too small to be convincing 
despite the small variation seen (see BC FIGURE . The calcula- 

: ^ r 7 -A- .^ 3 ^ Y'if” 71 \ * 

tion of the absolute number of nonviable macrophages per rat, 
howeyer f these observations 

(see.BC TABLE 41 and BC FIGURE ?? ). The only exception to this 
statement was the'smaller .number^ of ' ponviable macrophages found for 
2-GR^ayaged with PBS,' This discrepancy is probably related to the 
extremely low number of macrophages recovered in this group. The 

- ’/iy" < ' "i. ’ T C- - ! '• •’ • • 1 r " 
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4^’6VS^'Number_oj§|raultinucleated_macjopha^es ) 

^■ • W ’••• ■•"■'•'. ' 

: i ^TheOnumber"a^; multinucleated macrophages has been reported to 
: ' '32bS^PIi^e^^^no^ex|osur^^a^En:evioas‘ study (a)',; therefore 
--vnvthisr^^Tf^et^i^as"? recorded^ simuitaneously during' differential 

in this parameter was 

- : small#'{' the microscopic data should be considered preliminary 

’■ ; Z*J 'J *^-e: - -■ . ?v *■ - M'.’ 1 ;, v .- V.J.* ,--■ ■ * •* ' . 

- - aa only a ; maximum of 500 macrophages were examined and the relative 

*-• ^ '••'*: ... :.. :.-w*r’ -■- «- ■. )■; '■>’. 

y^^nuihberrof limitinucleated cells was^very small... 

This parameter demonstrated no pool or lavage medium dependent 

• v.,= .• • l-l fc J^L-^yaS^SSM^t ' ': * O«• ; :V :\ <** •’. y * ’$ ~- l *n? r ' 'r r v* ■•••-• ■.- - - -',- , - 

-^variatlorta^ The mean of weighted pools for relative number of 
^“miilltihucleated, macrophages' in all; 3 lavage media tor Q-GR was 1.1 
*?^'PerFent^+^ 9‘i,f (N= tP/) . This value for the 1-GR, however, was 


'■'S’fFp ere eri tf~+. 7‘.? (N 




.;^^ipq9ya§e^^t^^sfep®rcent +! (N”**■) # while the 2-GR was inter- 
-''^rnie^li^at^^^'2 : 1 percent; V ? (N =* v ?*) (see BC TABLES 4 3 and 4 4 and 

f' - ■ X i j,fo/fjin a’c 

I .• £ V 


r-f' *• - - ; -- y 


“^TtfefcTme^^absol tjt eXh umber* off mult inucle at ed'; i^crophag es \also. con-. 

# % rin?351bis^rMijk { H9‘The values^ere t^E3 jr gayi/f^B3: jfiil^and 

■ ^^^fcherf^Glfefe-GlCari^?rG^feespectiyeljl (see BC^TABLES 45 and^ 

^gig^SSSISMSiSliSSIS^^ ^ r :-.“ ,e :v. 

^*i^ t ^ renoe in 


A&ff i rmeds t h^s^r ap^clng^ Th e y al ue srwer e r £f 

il*saf -t^ /-irir^trt* jrr nr _/-» 0 ^a > 




difference in 
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microphotographic slides of stained cytocentrifuge 






• t .Li . >v; .*i ?. sJafe^SiTs• 'v: '*Akst <* 

in this "study, j 


The changes’ in macrophage morphology are easily observed by micros- 
■; JJ'Hcopicy examination of cytocentrifuge preparations (see BC FIGURES 
•' v.TQ .£*...). The quantification of these parameters, however, is 

; ■*".■■] •' : yjit . y^A.yv %; -. _ - - ; • • : '1_\ f_*1 L - .- - • 

A,:.. difficult/ and very much dependent on the quality of the cell 
% preparation^ "in' agreement with viability data (see also flow 

cytometer method) cell preparations from lavage with PBS alone were 

: /C\ - ' " •-• • -a: - .;• - 

v'y ‘of such: poor ’quality that no morphometry could be made (see BC 
FIGURES* V&fi, t ). 




The mean macrophage area of weighted pools from lavage with PBS 




•->* S'i4 

yx 


mim 


bl U s BSA without and with prelavage were 210 square micrometers * ^h) v- 

= 240) and 224 square micrometers (N = 469) respectively^-^ 

•" The respective values for 1“GR were 365 square micrometers (N/= 

■ =•:>.;•■ . - v- 0 

C (N*- 397), and for 2-GR, 259 square micrometers (N = 190) and 275 

- *j- 31 " s *mv- r V* 7 . ; . r .\ - ; 

I.-;, /square^niicrometers (N = 230f (see BC TABLE 47). The difference for Cn: > 

• •- - - -..-Jr" 2 •'•“-■ • • \ 

v - ; ^macrophage : size^, between lavage media for 1-GR and the increase 

- with Icycle. number, for 2-GR correlated with an increase m nuclear \ 




4-,-;>area'; {see. BC TABLES 47 and 49) and is considered to be due to 

v ; .. l: U-; M- ^ *"'•;*•/•••i.* • '~J> - r . O-^A 

;. r ^' T unspg^£^^ swelling during handeling and/or vCytocentr if uge proce- 

^^>^yfe^^Ji^increase^fouhd^in ^smojce^exposed groups was too large to 

these_effects^and ,has.. also beeny con firmed by flow 

, . /^JWlUr4A-T7 

after smoke exposure*, 

^ j noy^lgf sat ion, The mean vacuole 

.pools* fpom v ;lavage/with PBS plus BSA without and 
cnSpvelav.age'iwere0.6 square-micrometers (N = 493) and 0.8 square 


j^’^:^i'§nfprelay'2wiei > Were''0 i 6 square-micrometers (N = 493) and 0.8 square 
; -f^micrpmeters£(NM mS 1 433) respectively (see BC TABLE 5k BC FIGURE 

’; •+ - : v-*: ■ ■ •■-vV : ' 

^fe^'M^Ssi^SrpheW-respectiye^ values for* : 1-GR were 2.2 square micrometers 
r-rr- ^^(N^==P1 038)^and#2.3 square micrometers (N = 2840 ). This is equiv- 
;■ Tr- ; 1 ^alent^ tb/il'a^3Sto^l4!TfQldl increase^in mean vacuole area relative to 

vacuole area for the 2-GR was 






Pr. 5 ;^ 


Source: https://www.industrvdocumen t s.ucsf.edu/docs/v ndlOOOO 
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* •' V rV.+ .• c «-; •• 

much smaller than for 1-GR with a maximum of 1.7-fold relative to 

the control (see BC TABLE 51), however, the vacuole area per macro- 

' T '' ■ - -- • • / y 

phage was increased considerably,^ to 3-fold relative to the 

control (see BC TABLE 52, BC FIGURE .). Thus SS^ exposure 

increased the ^ number but not so much the size of vacuoles. The 

incre ase in perce nt of macr ophage area cove red by vacuoles in the 

•IrGH^was even large r/ 5 to 6-fold of control^) than the increase in 

' *- ~f’ 

/size.-.of vacuoles (see BC TABLE 53). Thus MS£T exposure increased the 

•¥•<* *sv • / 

^number and the size of vacuoles. 

*f;• *. . 1 

, 7 -?'. j,$ •,^ U - ■ ■ ''ipY ;/;*> 3 

Flow_cytometry_garameters 

V* *:'•% ' '.V^'V-* 5 - ’ • •• 

■ r ' : / ^.^v. : - ■ - •. 

'6 { 1.6,1.1 ^Viability and esterase assay 

'-v' "Vi-: ■ %+•#*»»£.• ■ / > * r .• 

• • : '?*v« ,w£v ' •vW*jSs ,fc4 .-»* - • • • 

? - ■ . • • 

FL O f rom smoker-exposed rats mainly consist of macrophages and 
granulocytes, which were found to be resolved to a limited degree 
by Ff?D_( signal area) and AXL (signal height)f isee BC FIGURE . . J« 
Enhanced, resolution was, in some instances, achieved when the 
2 parameters were correlated in a cytogram of FWD versus AXL 
(see (2) f (3), and (6), BC FIGURE ..1^and BC FIGURE ..). 

:•.? 772 / rx3l 

The ^.parameters involved in the viability and esterase assay, 
FWD, AXL, red ^.and green fluorescence, may be evaluated in different 
ways. TheVsimpleat method of differentiating between cell 

... <■*. p 5 ~ »*.# v j.. , ,'jf li ‘.iire-r. ‘ jf ■ •. ■?'. * ;:■!» - 

-types^using^FW|D, a'pd AXL (see (1 ) ^ (2) and (5), BC FIGURE .. and 
BC/,FIGURE . , ^followed by separation of viable and nonviable 
ceils in the FWD versus AXL region (see (3), (4) and (6), BC 
: FIGURE . .) was ound to be inappropriate as nonviable cells were 
riot exclusively^ in the same region as viable cells. Therefore, 
/•all .signals wer^;,used to create a green versus red fluorescence 
cytogram (see (6), BC FIGURE .. and BC FIGURE ..). A$FWD versus 
a AXL cytogram (7)_was then created .only_ from cells in a specified 


M ‘ 


9 




c£- 




region of the ..green versus red_; fluorescence (6). This cytogram 

• : :• - r -MM ; 


• . . 

’ '■ ' ; 'Sl!)'ufe'e: : nt!ps://www:industrydocum§nts.ucsf.edu/docs/yndl0000 
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therefore displayed viable, intermediate (acutely damaged), or 
nonviable cells only (see BC FIGURE . .). Nonviable cells were 
defined by negligible green fluorescence and red fluorescence 
corresponding to at least the DNA content of granulocytes. As 
the precise location of granulocyte DNA was difficult in (6), 

, =..\ .r r. - ■ , r -.. •■ <r .T 

the red fluorescence signals in region ... of (6) were also gated 
^ a) i q a histogram ^8) (see BC FIGURE ..). For the evaluation 
of ijternje^ia^e.,cells, the FWD versus AXL cytogram (7) was created 
for'signals which were not in regie 


BC 


lion 

number of nonviable 


and .... of (6) (see 

or intermediate cells 


_. - .) . The 

>>:W Hi v A &■■■■'■■ - 

of the .selected, subpopulation was counted by setting appropriate 

regions in ( 7 ) and related to the total number of the respective 

' i | lie. u s« g gv . 

■ cell '^t ype as counted in (5) . v -^Us^gV'€ne FWD versus AXL cytogram 
(5J ’ for' the determination of total cells may result in a slight 
underestimation of[ this value for the reason given above, but the 
. error _ was considered to be negligible, at least for macrophages. 
Nonviable granulocytes were found to be in a completely different 
location in (7) as compared to the majority of granulocytes seen in 
(5) (see BC FIGURE ..). Due to difficulties .in finding their 
correct position f especially results obtained for the 0-GR are 
considered to be unreliable. Therefore, results on viability will 
be presented for. macrophages only. 

An. additionalJwa? of looking at viability was employed for some 
samples by creating a/^FWD or AXL histogram of total macrophages 
from (5), selecting viable, intermediate or nonviable cells in 
,(6) and (7) and creating FWD or AXL histograms of selected macro¬ 
phages {(9) or (10)). The histograms of selected and total macro- 
phages were then divided by—eaeh—e-feber channel by- channel, (12). 
This procedure 'results in a histognam displaying the relative 
number ofr-er!9-. viable cells Aj'as a function of FWD or AXL, which 
is equivalent to the distribution of viability in the corresponding 






* 
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(a) ij^e, .selected by setting a region 


.. H . 
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seMactivity - of FLC ..was.-.evaluated j.by.;fgating ; i>tf "viable 7n%Js@|‘. 

_..„„_ «.. 

macrbpnagesmor ^granulocytes only ij({5) 7,and '.•;( 6).) '^k and .^calculating :S}^a^| 

the>iniean.xgteenifluorescence of tithe "selected; cells ?£(a) .^sThe green •*WMwm 
te&mM 

fluorescence's ignals .were' also tdivided *by the /.corresponding 7AXL - fiifmmf 

einnal c 'nnV^a.':nol It hv n<a1 1 haeis 1^->in orrlAT- v f n ' nhf* ^ i n i n— :>w4Kl¥£Ms? 




;f®| !, j|'n -'attempt '"was made to measure the kinetics of esterase activity: ' 

minutes • 

; *• ■* y , ■..- i' 

:M|I^Sfi’h'7mdst^sarapresr’t'Data" ‘for viability - were"’ therefore ’evaluated for'^^^tJ ' 

' - kp in 4 -a 1C m j **.* 4.s*i « 7 1 4-!^ ^ 4- ™ A *---- “ * - 



"the, viability and*'esterase v assay"to FLC^readjustment of 

: -■* 


the FCM 


-^Wfwas necessary due to the occurrence of atypical samples. Therefore, '" 

■_ ........ . j .—.%*.•• h?*, •■■ , ,-, 

valid data are available on esterase activity^(b) and light 
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■ igg^fth^viabilT-differential 'counts. No PCM viability UndJ^| 







DiffererH:ialWcounts'iwerevmade ^byjsettmg ^regionsjdn^f 5)^and r min -/;v 
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«»(seerBCTPlMRB^*)^This' tilt'wai^cSmpeniatid ; by "software r using the :^fPK 


■o|i :> bj^|e^^^apd^|r|^^fluorescence^in.^|^|^tt 

u tiop^foVphagocyti z ing_macrophages (see 
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histograms were used for the evaluation of macrophages while 
compensation was not necessary for the evaluation of granulocytes. 
Residual autofluorescence was subtracted for the calculation of 
the mean number of beads per cell. 


ri 

T “ 

7 


Cellular autofluorescence may be due to intrinsic cell components 

such as lipofuscin ( .but may also be induced by 

the fixative glutaraldehyde (a). Autofluorescence has been reported 
for unfixed _FLC^rom rabbits (Shellito, ,... ^and was also used <* 
for the differentiation of FLC subpopulations in rats (^Steinkamp, 
,...) . /As/this/parameter may be interesting for future studies, 
data obtained from nonphagocytizing macrophages at time = 0 of 
incubation will .be reported_ (see (8) and (12), BC FIGURE ..). 

' .. ',/ (§p; 

For samples taken dimmediately after addition of latex to FLC 
suspension, FWD, AXL and RAS were evaluated from histograms (9) 
and (10),-BC. FIGURE .., obtained by gating on macrophages with 
no latex beads in^(6) and (7), see BC FIGURE ... 

The CV of _the_FV?D and AXL distributions will be reported only 
if no more than jj. percent of signals were out of range. The corres- 


ponding mean valued were considered to b^>rinderestimated by less 
than 2-;;.percent when up to 5 percent of signals were out of range 
()d) ./Thijp error was tolerated. The distribution of RAS signals was 
extejnejy . hrpad, especially in the 1-GR (see BC FIGURE ..). An 
appropriate analysis of FLC would require logarithmic amplifcation 

_ T/lT _ B ~_r -1 j 

covering ^approxT 3 decades. Therefore, RAS of macrophages was 
evaluated by defining a threshold corresponding to 14 times the 

*' ,• iiyy r#> >.• - 

, '"‘•ixj}' »• risi* r -‘ { • , y • •• . _ • 


?«? 4 


(a) Glutaraldehyde induced fluorescence is, in a narrow sense, 
not autofluorescence, the term autofluorescence will, however, 
be, used_ subsequently for the sake ,of simplicity. 

(b) control .madej'by'simulation 
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position of standard latex beads. RAS was then expressed as the 
relative number.of macrophages exceeding this threshold. 

Differential counts i/were made by setting regions in the FWD versus 
AXL cytogram (6) (see BC FIGURE .,). 


•'■TpwSs 


6.1.6.1.3 ,DNA assay 


, y.., 




^ry For the present study, a 1st attempt was made at INBIFO to deter¬ 
mine the.distribution of FLC in/the cell cycle phases GO/1, S and 
G2’(a) by.FCM. An analytical technique was chosen which permits the 
'differentiation^between mononuclear cells and cells or cell aggre¬ 
gates containing 2 or more nuclei (b). This technique is usually 
, ^./applied in order a to ayoid interference of cell aggregates with the 


...ui:.; vDNA distribution of mononuclear cells. The principle is based on 

• ■ " J 

the .relatively, high spatial resolution (c) of the FCM employed 

• • •; '.*/ - r~- *' ‘ 'll • 

s. vfc^iin/this-study which allows\to draw information from the shape of 

... : -‘ W 

r:,^^.the„scatterf£'6r;;,;fluorescence signals produced by cells. Thus, the 

.fluorescenceVsignal produced by G2 cells stained for DNA is 2 times 

- ■■•■■■■ 1 • • • • -• ■■ ' 

: V^y/-"jgi| ^grg e’/as. ^f or ; _(^Q/ 1. cells (d) both .with . respect to height (measure 
^^^of^|iaxijnal : S;ioca^fi uoresC ence density) and area (total cellular 

MR ^'flu ores cence). -(see BC FIGURE ..}. Doublets or binuclear cells give 

‘yta ifcJiBiflMfciigt***' i nnn • : ■ 


• SigrialaiTwithlthe#frame area as for G2 cells, as they have the same 

■ ^ ‘ • • • • 

' P WAl-C ont en t. ^.The>«.signal height, however, will be lower in most 

Shacej ^nplel which only accidentally 
, ^ V e^actjy one behind the other along the beam 

.: Iherefpire (cjenepa^ different in the relation 

■ between;:signal, area and height. 

: ( §jJ? 0/Ai^gp^^nd/or G1, resting or potentially cycling cells 

-Vit-Vis^^'j^^cell^synthetiging DNA , 

^V -r ^^S 2?V^V?ge3,ls^withfc'l.^nucleus containing 2 x GO/1 DNA, capable 
1 'w/V ing in to 2 GO/1 cells,. , 

(b)’is^ gg l ga c ^g Qftwagejprovided by Ortho, modified 

t at 1/e2 points (approx. 

" - v./^^g®5|in^atenp^y.t --v;>v•.p- 

■ y s.:V.Cq.) ^q pa^^ugl ftasfe gize Example for the sake of 
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As in all other FCM assays the 1st step was the separation of 
macrophages and granulocytes by FWD and AXL (see BC FIGURE .. 
and ..). A cytogram of red fluorescence signal height versus 
area (6) was constructed for cells gated in (5), BC FIGURE . 
(see BC FIGURE .. and . .). Regions were set in (6) in order to 
count the number of signals for GO/1, S etc.. In addition, histo- 
—igrams of signal heigh (8) and area (9) were created for cells 
gated in (5) and (6) for the determination of signal mean and 
1 CV (see BC FIGURE ..). In some instances, a secondary FWD versus 
AXL cytogram (7) was made for cells gated in (5) and (6) in order 
to -f-trrd—the location-nucleated cells or cells with a specific 


DNA content (see BC FIGURE ..). 




No 1 ight_scatter 'parameters were evaluated ’for' ethanol!, fixed 
FLC -as ethanol is a poor fixative with respectceil^ morphology. 
This was also seen in the lower .resoiution.'bf ^macrophages and 
granulocytes as compared to unfixed or glutar^idehyde fixed cells 
(see bc figure ..). . ■ - A r' 


Differential counts of macrophages were made fom the FWD versus 

■ ; ■’ <!i-r - • •i*?.’. ■ » "r-' i '*'■ 

AXL cytogram (5) and, in addition, by counting signals corres- 

ponding to at least GO/1 DNA content in (6) (see BC FIGURE U). 

„ ,' r ' .• : r * v . • rp ’.vi'Vu IM-v''' 


6.1.6.2 Experimental results 


6.1.6.2.1 Viability and esterase activity 


?4*.i>:V.‘ .‘ViHfr 


At-" :«Vfc3 


In experiment 1 the relative number of viable macrophages obtained 
by lavage with PBS (pool 1 and 2) was extremely low* ii/e* 51 
and 37 percent in the 0-GR, and 51 and 57 percent/in. the 1-GR (see 
BC TABLE .. and BC FIGURE ..). These samples contained high numbers 
of both intermediate and nonviable macrophages and were also 
characterized by an appreciable increase in FWD as well as the 


■ - 1 •' — hiy’&Slj 
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than in the 0-GR, comparing corresponding mean pools and exper¬ 
iments. The lowest values in experiment 3 were fbund for the 2-GR, 
pool 3 and 4 and 5, 6 and 7. 


The viability data obtained by FCM indicate that there were ob¬ 
viously problems with cell handling and processing in the present 
study, which may more or less be enhanced by the different lavage 
media. Due to the large variability and the irregular occurrence of 
high number of intermediate, i. e. acutely damaged cells, these 
data do not lend themselves easily for an interpretation of differ¬ 


ences between groups and/or lavage media. These results, however, 
demonstrate the potential of the FCM viability assay for revealing 


the presence of such problems thus providing a basis for the 
optimization and standardization of methods to be used in future 
FLC studies. r 

UtV • vr 


The distribution of green fluorescence signals from macrophages, 
corresponding to esterase activity, generally resembled a iog- 


3 


it 


normal distribution (see BC FIGURE ..). In some samples* an addi¬ 
tional small peak was seen at the very ascending portion of the 
distribution. This peak was excluded from evaluation and nob=^| 


further examined. The esterase activity of macrophages,‘ determined 
as mean green fluorescence per viable macrophage ^ was * consistently 
higher in the 1 -GR than in the 0-GR. The difference of 'j6 to 52 

, j V H .. r : r *'.4' l ■* \ * ’ • T-'l: >’ A 

percent between these groups may be statistically significant; The 


values for the 2-GR were vet/, close to those for the.0-GR^(see BC 
TABLE .. and and BC FIGURE ..}; The distributibh of green 
fluorescence signals was broader for both 1-GR and 2-GR as compared 
to the 0-GR. There did not seem to be a systematic difference 
between the pools of each lavage group. 


For cells which are identical with respect to the parameters 

- ' - ■■ V . ■- i- , ■ - ■> ' 

determining the kinetics for the conversion of FDA, i. e. enzyme 
concentration and membrane permeability, but which differ in size. 


Source * lptjp%://www^ ucsf .&d 
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one can expect the amount of accumulated product to increase with 
size. Hence, the fluorescence per cell would also increase. The 
difference between the 0-GR and the 1-GR may therefore merely 
result as a consequence of increased size of macrophages in the 
1-GR (see BC TABLE ..). Using AXL as a measure.of cell .size (a) , 
the ratio of green fluorescence/AXL was calculated on a cell 
by cell basis in order to compensate, at least in part, for the 
difference in macrophage size* The resulting distributions were 
less broad and the mean value for the 1-GR was only slightly 
larger than for the 0-GR (see BC TABLE ***__»_> f and .», and BC 
FIGURE ..). For the 2-GR there seemed to be a decrease compared to 
the 0-GR. As AXL is assumed to be less than proportional to cell 
volume, the actual esterase activity of macrophages in both 1-GR 
and 2-GR may be lower than _in the 0-GR. -; - 

The granulocytes were not evaluated quantitatively for their mean 
esterase activity, as the fluorescence distributions were found to 
be bimodal (see BC FIGURE ..)* The majority of granuiocytes 
showed very low esterase activity. There was, however, a 2nd 
population with approx. 10—fold higher esterase activity, which 
was located precisely at the same position as the ’ low-esterase 
granulocytes in the FWD versus AXL cytograiru These jtiigh—esterase 
granulocytes can be shown not to represent spill ^ovep.^from the 
adjacent macrophages. As the 2 suppopulations were/ not / clearly 
separable, only a crude evaluation was made in order.._to ,estimate 
their relative contribution to total granulocytes (dahlt hot ..shown). 
The relative number of high-esterase., granuiocytes ‘seemed^to, be 
highest in the 0-GR (approx. 20 to 45 percent) and , lowest a Juft'.the 
1-GR (approx. 10 to 20 percent). In addition, there seemed to be an 
increase in this subpopulation in the later cycles .of _each lavage. 
This finding can, at present, not be interpreted in terms.of^known 
granulocyte subclasses, but demonstrates the potential of :FCM for 
the discrimination of subpopulations by means of biochemical and 
functional criteria. 
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6.1.6*2.2 Phagocytic activity 

’■ - - ■- - "iiS 3s| ^ • 

The investigation of the influence of lavage medium on "pagocytic 
activity of FLC was hampered by the low yieldvin^bell^number 
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for pool 8 (PBS). Thus only__ 2 ^.samples, (0-GR) ‘ were available *;for 
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E*>> Ml**-*. 


tribution for macrophages presumably indicating#-extenSivelfficellVT , ..: 
damagrrSg. 27 percent of macrophages with approximately-=hormarslight-^ ,f ?? i - ,, > 

scartter properties were found;lto have phagocy tized latleastVFbeaa*' • e 

.., , ' ■ i •• B ■ _ t .-- v*- ,! I 
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while a value 
percent of macrophages 

0 ' V ’• , * - . • - - » ?■•■.■ , , ' . ^-.■\ ; i- i rv- :»'• •• ^ ^’'-'7; ■ ^ •*;»: 

(see BC TABLE .»). This value is within the range 7 6fithosb’".‘for the ■ . , 

. -' * ••••• «• •. ■ -^; : - -ry- £9)EttKK£fc3ifl^ • ;-:'i. 

0-GR, pool 9 and 10. The mean_number of phagocytiiirtg;macrophages i 

... ..** ^ *- . - . - — -• • < ■^v'kisry.^^ ' 1 ' s ,w 

m these pools was 31 and 35 percent# respectively^!see^BC TABLE, i i ?r.,\ 
and ..). Using similar methods Shellito et al. ^( 1981 ) /fotind 80 
percent of macrophages from untreated rabbits ttv£e^ pfiagocytizings , ,: 

This discrepancy may be due to a variety of methodo 1 ogicalactors./’ ^. 
including the surface properties of the latex 
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The mean number of phagocytizing macrophages increased, to,.J54 . and . . ....... 

58 percent in the 1-GR, pool 9 and 10, respectively;‘K1I *sampll^each _ .,... 

***** '**■ ■• ^ ..• ' *'■ ...*.’ —. ** j—’ : ■. 1 . ■ ■■.. 

of pool 9 and 10 of the 2-GR was available in experiment 3 yieldihg 

... 

values of 54 and 50 percent. (This method however doesrhot differ 2 ,#!' 
entiate between externally "adherent and internalized#beadSi'KTne ;, V..-' . 

-... * .- ■■-<••-. >•- , ' -’ •••• ■■•■-.V;. :. ■■•■!- - Art A&-. 1 - 

mean number of macrophages phagocytizing 3 or more beads..was 
substantially lower in all groiips (see BC TA.BL§ f Vi Howevei??- the . ,. 
relative difference between the groups was larger f6F’tnesl'(VSiuesr' v ^!? f ~. 

. “ ■ • .. . . . w- .• 

This finding may indicate that there were not only more phagocyt- 
izing macrophages in the 1-GR and the 2-GR f but that ‘ they .were raiso ; i,,/ 

more active. The increase in the mean number of phagocytized beads 
per macrophage from approx. 2 in the 0-GR to 4.3 _and ,4.5 in the ^ 

1-GR, pool 9 and 10, seems to confirm this interpretation (see BC fO 

TABLES .. and .., and BC FIGURE ..). % 
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the macrophages was lower in tke 0-GR, arnk^mmm,^ 

. 


slightly higher in the 2-GR (see BC TABLE * •_to’y r ^ ijti |^0rr3^pr^more_ va-S/Cv. 

beads per granulocyte there seemed to be a , slig h ^ 

.»■ «‘f fc*-’ - \. ' ft'?** «R <JT 4*&£ESfjit»ta4 


difference between the^ l^aSTtSe^-^ 

. -.» ■ -ar—.?» • . tVI tf-l *' - - J - «^TT^. V.- --J **-*:« . " H . u / 1 . „ 


0-GR and the 1 -GR,‘ (see"BC TABLfe . f ahd BC ; FIGURE j MT t^|m eah^lImBi?2^MS" 
of beads per 


• * ^ £. 3 ~rr?Z ~ii?I Ifr '/ . rr [?- 

w .If *' 


ranging from 0.2 to 2.7, while ^the values for^thtel 
variable, ranging from 2.'7 < to , ‘~ : 1ti'^« The valUei^^-^ r 
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{ t similar to those of the ^i-GR ^(le¥" Bd"5 aI£e p^p 
^ __i.*__*j__- ^i= ).q be?higherxin^dool-,,10 - - ’; 


activity of granulocytes ^-^ 

' • • "* -'f: * jfrtr-%;pi : -r ".- 


as compared to pool 9 (see BC' TABLE ••)• As laVage ; :\cyclesi*i£,to 3 
(prelavage with calcium and magnesium) are not included"-in .pooim U ‘-" < 

this could indicate a qualitative difference between;granulocytes - 
harvested in early and late cycles* The results for "the;-0-GR 
should f however, be interpreted with caution as m’this-group*the 

granulocytes made up only approx. 0* 1 to 0.7i percent of total 4 . ... 

*' * ' . j i . ...'Lv ■ iv ^ r-'-■--■W , *T-^'i'v**sg a 

signals analyzed per FCM determination. The quantitative.analysis -- 

of so few cells may be affected by background noise when cells are 
identified on the basis of light scatter only. —•'/-.*• -I.:- 




The phagocytosis data of this study are in general agreement ; '• 

with those obtained in the initial study (a) as far as the macro- 
phages are concerned. A discrepancy is seen, however, in the higher 

1 ^ .-.. ' f &}».. »i. .. • -1 . • •. \ • :s ;-lv 

mean number of beads per granulocyte in this study*^As phagocytosis 

~M •.■/= - ,•;V, >" v;.=* Z-M f*:?.yr«^r->•:•■- .;■••; ? ‘ j -V>■♦**?•$at' *. f ri.'* 

appears to be a sensitive parameter for the investigation of ; smoke -.■ 
inhalation effects, methods should for future 

studies. ■ ■ 

*■ ‘ :_ i .;•■ ,V.-: *<c, 

: • .: •■ *:+?■ *V*y !"• ^ •' : ^ 

In this context attention should be paid to the autoflliorescence of v y '^ “ 
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FLC which, apart from being a^ potentially ^tfjcesting ( par^ete^^.,^ A 
by itself, it limits the resolution of cells' Vxtlr-4)T^ 
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(a) see REFERENCES: INBIFO study P 0500/3097 
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the DNA,stain and linearity of the FCM amplifiers, the fluorescence 

tari&fc* 5 **' 

of G2 cells -.should therefore also be twice that of GO/1 cells. 

For the^macrophages f however, the ratio was only approx. 1.8 
instead of _2 Jsee BC TABLE This discrepancy was obviously 

*' ‘ ' -“’!•■ - ■ '■■ -\7™>\ . s ' » ? 8 t » ;■■'•••■' ' '■■■■ 

not due.to a decreased fluorescence of the G2 peak, as the position 

- ' k ■ /t fi *.y *.■.> -.-ijIaTSLc '-a j^'Vqj'-" ,! T - _ r 1 " ’’ 

of this peak was invariably more than 2 times higher than the 

*S£?.W-V .''*&£? ‘ :V\ • ; 

granulocyte - peak (GO). Furthermore, the CV for the GO/1 peak 

• '/*'..*!’ # ■: - 

- of,„macrophages was very high, i. e. 7.5 to 11.8 percent (mean 

* : 3»$&3U <*r ■■ ■■ 

./.value) for'_the ■ 0-GR and the 1-GR, respectively. These 2 adverse 

.. -C*. 

properties r of-the DNA distribution make it'>unacceptable for the 
/ analysis of the_relative number of cells in the different positions ' 

' of the . cell cycle by computer fitting methods. The GO/1 peak of koO-t & 


macrophages was, therefore, more closely examined-hoping-—to getf,'^ 


some information as a basis for future optimization of DNA analysis 


on FLC. 




For the quantitative evaluation of the GO/1 peak of macrophages 
it is .desirable to have a reference in order to compensate for 
variation in instrument setting between the 3 experiments. As 
no/~suitable _re^.,fluorescent standard particles were available, 
the GO peak of granulocytes was evaluated with respect to position 
and CV. It was found that there was very little variation in 


the fluorescence properties of granulocytes comparing both groups 

' i - /il4 f f i ‘V K- “ ■ 


and-pools. The mean position of the GO peak for the 1-GR and the 
2-GR was very close to 100 percent of'the 0-GR (see BC TABLE .. and 
. .rVeify-Similar values were also found by comparing the pools 


(see BC. TABLE t . and ....). According to these data the 1 error in 


u 5i«sihg the GO peak of granulocytes.as a reference should not exceed 


3 percent,_as—ar/mean/ The only systematic difference found was a 

small /increasein the CV of the red fluorescence signal area for 
. the 7 J^.GR,.andi,the 2-GR as compared to the 0-GR (see BC TABLE ..). 
% This_...<3ifference._is, however, not relevant for the following con- 

r -i* - - J •' 1- T 

' sideration, " 
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Th e " me a n ex cess .1 fluorescence of the GO/1 signal area of macro¬ 
phages, expressed as shift relative to GO of granulocytes, was 
found to be j5,’ 2 3 and 18 percent for the 0-GR, 1-GR and the 
2-GR, respectively (see BC TABLE . . and ....). The values for 
the shift^in^the "signal height were negative, indicating a lower 

‘ vr^';V .. rT?: r T.^- "■ 

maximal DMA concentration in macrophage nuclei as compared to 
^granulocyte nuclei (see BC TABLE ..)• The increase in the red 
fluorescence'signal area, indicating a larger amount of fluores- 
.=*cence»^»i^^^iS’^:v'to• several possible reasons: (1) increased DNA 

• '■.g§ti3^4rs.‘iJgg'ctv -s-■ • . ' 

content of nuclei, (2) increased binding of DNA stain, (3) presence 
of extranuclear DNA, (4) insufficient removal of RNA, (5) auto- 

. ’ ‘L"*:V * ,’*&>;,' 

fluorescence, i.-e,'presence of fluorescent cell components other 
: than DNA ^or^RNA f* and (6) instrumental* artifacts. (1 ) and^Jf S y will 

not be discussed here, as 4-hey -are not very likely to be respon- 
sible for the observed shift . (2) is different from (3) to (5) 
in that it concernes-the nucleus only' ba-tj^not the whole macrophage. 


">‘7- r ■ Vf-v 


mmmi 

; , *. / /y4 >yv* ■*/ 


As the laser focus is approx. 5 micrometer as compared to approx. 
8 micrometer diameter of macrophage nuclei, the spatial resolution 
of the FCM is sufficient to make a decision between (2) and (3) to 
(5) on the basis of the relation between signal area and height. 

^Considering equally sized nuclei (b), a change in nuclear fluores¬ 
cence" should affect both signal area and height to the same extent. 
This relation' ! can,be expected for (2)._ If, however, excess fluores¬ 
cence rwere v 'present "in the whole macrophage, then the signal height 
should '/increase^to a lesser extent than the signal area, as the 
signal baseline for the excess fluorescence would correspond to the 
macrophage instead of the nuclear diameter. As no systematic 
difference betweep the groups was found for the si 2 .e of macrophage 
nuclei (see BC TABLE ,.), the hypothesis that (2) were true can be 
tested by plotting signal area (4) versus signal height (x). The 
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slope of_the regression curve was thus found to be 1.9 to 2.9 for 
the 3 experiments (a) (see BC FIGURE ..). This result negates 
hypothesis (2 ), i. e. the excess fluorescence was, at least in 
part, located outside the nuclei. 

•Autofluorescence. as 1 of the remaining potential reasons for 

>the,red fluorescence shift, was taken into consideration by corre- 

.. . „ ■_ ■ . ■' -. s . ; , . 

. latii)g r the. green component autofluorescence of macrophages obtained 

... r.vvi; ,-r 

. froui.„the_.phagocytosis assay to the red fluorescence shift and 
.^CV^sefn^ip'^thg^pwiA .assay. A positive correlation was found for 
both parameters (see BC FIGURE .. and ....). This finding does, of j 
course, 'not confirm hypothesis (5) but it also does not negate it..J 
' .The ..presence of residual RNA in macrophages is considered to—be- 
ijawey-^unlikely as _ the samples have been treated extensively with 
RNAse.’ Further^inyestigations will be necessary to find and, 
hopefully, remove the factor(s) responsible for the shift and 
broadening of macrophage DNA distribution. ^ 

In spite of these adverse effects on the resolution of macrophage 
DNA distribution the relative number of macrophages in the GO/1, 

S and G2 phase of the cell cycle as well as the relative number 
of macrophage DNA signals corresponding to 2 or more nuclei per 

count was evaluated using the crude method described in . This 

method, tends to overestimate GO/1 and G2, and to underestimate 
S-phase macrpphages. The resulting error is, however, considered to 
be negligible for GO/1 and G2 when the contribution of S to the 
total distribution is small. The relative number of macrophages in 
GO/1 was approxj 94 percent in the 0-GR, 83 to 87 percent in the 
1-GR, and approx. 93 percent in the 2-GR. Correspondingly, an 
increase of 3_ and.G2 macrophages was seen for the 1-GR and the 2-GR 
, (see ,^BC ; TABLES .. and .., and BC FIGURE ...). The occurence 

9L^agSPIingly,: significant differences in S and G2 between pools 




fIipn • ;?t\ade for individual experiments as the absolute 
f^^fsiz^r^pf^gigparv height depends ;on optimal focusing, which 


- 






bocrrce: https: 


2029027291 











S. - 5-J- 


^T->.vC.«Vk;?b;?if; 


SUBREPORT P 0500/3057 GD81 (R) A28 PS 


BC PAGE 6-28 


- , : -/ir-ilj. • • - . - : - ■* ■■ ‘ ••.*»•-.-•-•••- ' 

' •-V*■ ■ r' ^. ^ • • •.;-v* •••* : -■ ■ • 

shoqi4 be|"jcans-Ider-ed with caution for.Jzhe reasons discussed above. 
The increase in.,,the mean values of pools for the 1-GR compared 

— -■ y 'j. b; ! | ' ” ( •■ i' { L . 1 - ,• s 

to the 0-GR can be interpreted as an increase in the number of 
proliferating _ qellg. in the FWD versus AXL region assigned to 
Tn^crop^ges. "On/the basis of the available data, however, the 
,emergence ^pf^othep^proliferating cell types, e. g. interstitial 
macrophages or.lung epithelial cells f can not be excluded. G2 cells 
did not appear as /the largest cells in the macrophage population as 
•would be expected for lines of cultured cells, but were in an 

intermediate position with respect to AXL (see BC FIGURE 

. • ' ■' ?■ ■ ■■ ■ ••'•••• ;*;• . 

However, pulmonary macrophages proliferation has been reported to 
occur‘'under*basal conditions (Adamson and Bowden, 1980) and may be 

I ;. 1 j ■ > v’r^yJ!*■:■•.. -r;.,- ■■■■ 

stimuiated ’e. ‘g ." by nitrous oxide (Evans et al. , 1 973). Further 

■-*:■ ■ ■ ■ ..-•••* 

refinements in PCM , analysis as well as cell sorting experiments 

• , /, 'v.u j■ /? - t!; ?'• ; ; : « . - r ; * • . 

will be necessary to identify the type of proliferating lavaged 
lung cells, . r " 




Sample processing and FCM analysis for the DNA assay was performed 
in a.way considered to minimize the formation of cell aggregates 
in samples and the occurrence of ^ coincid ent—cell signals. JMp.re" 
than 99 percent of qranulocytesY^e xpected^ t o be all in G(p were 
actually found in the GO region (see BC FIGURE .. and BC TABLE .. 
and .,)/ Up to 0/8 percent were found in the S region, presumably 
due to spillover from the adjacent GO region, and less than 0.3 
percent/were seen in the G2 region (mean values for the 3 exper¬ 
iments) (see BC TABLE ..). The occurence of doublets or coin¬ 
cidence, and larger aggregates of granulocytes was below 0.1 and 
approx. 0.01 percent, respectively (see BC TABLE ..). As the cell 
density of macrophages and granulocytes was similar in the 1-GR 
samples, the frequency of coincidence of macrophages also should 
have/been/approxr/0.1 percent or less. Actually, however, approx. 

2 percent of macrophages were found in the 2 x G0/1 region for the 
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.UlZ/ilO-GR "^apifj^the^i^R, and approx, 5 percent for the 1-GR. Approx. 

.. < i.;.., 0.2 to i]. 2 percent .of macrophages appeared in the region corres- 

■.•:i,*tV ,■■• i-,. .. ' Lit. '.■ “ V • . , , , \ 

.nW'/y ponding;..to^jiiore^than „2 . x GO/1 DNA,content per count (all groups) 
- : (seel:BGkTABLE’., , J”. ' 1 These macrophages represent either aggregates 
■' ;'. ■ or^|j} ^~^|^gl .f at'eg^pells . A comparison of the FCM data for the 
f 2 ^G|7^^ glQk;^t^h§lj)icgo^S?P ic counts of multinucleated 
■‘.macrbphages^/a)'-revealed ?'a ”correiatipn (see BC TABLE .. and BC 

arge . region corresponding to more than 2 x G0/1 
■'';/^was^^. ^i^lud ed^’i'n ^ th e ‘ c ompa’r i"so'nas there"' were no visible 

’ "clustVrsrpermitting'’ 'an estimate of the contribution of background 

,1 ■ > . ■ ,' ;A ''V..-•.' : . .. : ,, , 

f:;signals,^^.ibhe^ jc .GO/) region^ however, most of the cells seemed 

.r ‘vi‘to^b^Dinuciear macrophages and not doublets. The determination of 

•'•••' • rvr:. .i V; iv;-~. ' 

J -" Jf both w Signaiarea and height in the DNA assay may therefore provide 

,;-f 1 the’ ba'sis"“for the development of a FCM method for the quantifica- 

, *. ■ - - :•■... 

^multi nu c le ated macrophages, ..., r , ; 

.. .'.••:V:/-'- ... 

6.1.6.2. 4 Light,^scatter properties of macrophages 






Morphological parameters of FLC can be correlated to light scatter, 

..• 'j i i’Pfe 111 i<!HiW'ili i ?i < l i WH )B> i ;ii il )l' <**»••• ‘ •>• *• • :•• .• • .r • . , , , . ... 

;’ : as. di scussed inw 3 INTRODUCTION and were thus included in this 

. / ./ •, ■. 

,. ^study,.. .. ■'-'■■ '■'■*'• • '• •• 

* FWD.vQ^-yisbla^macrophages was found to. be almost identical for 

incgased^to^. io'5.-percent in the 2-GR 
'■ r- (see^BCTTABLEirn'and T. •♦)• This increase was due to the presence 
/. ;■ of„^. F ji(§crpphageiSUbpopulation with high FWD in all 2-GR samples, 
r. - ^In_th e' exampl e - shown in BC FIGURE . t , the macrophage subpopulation 
/ v '/'/v?i’til'^w/risln^ F]'?D demonstrated a viability of almost 100 percent, 
^ J ff^yi idecreased considerably in the high FWD sub- 

';^ ? ^opul r a t iop^^ J1ugl^ v there were many ^macrophages v^ith intermediate 
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'Jv%& -’•• v V v. v•' • ' ; r- ; ” : ..,v '•• ..' .' ., ‘ • 

•(a)=-almost‘exclusively binucleated, l. e. 2 x GO, macrophages 
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‘^viability in *the high FWD region, the number of viable cells in 
this region was still large enough to’increase the mean FWD in the 
total population of viable macrophages. Samples of the other groups 
with. comparable mean number of nonviable and intermediate macro- 
phages were not biiodal in FWD. Therefore the high FWD subpopula- 

► -. ’.ItL’L/V j®v. A ! T 3?*Tg ' *■■“*' ' . , . ^ ,! . • .. 

tion may possibly represent a different subpopulation of macro- 
phages which were only present to a large extent in the 2-GR. In 

- 1 :• - '■'■e'iv- • ’v-n? , , . ^ . 

contrast to the^resuits of a previous study (a) with glutaraldehyde 

w ':-i **,<->■■ W"r'\$ •-• .. ..... * 

.fixed_FLC, a decrease of FWD in later cycles, i. e. pool 2, 4, 6 

• yrjv '• • 1 ''f*f sV -.'\ :.• •• • • ■-■ ■ 

%4 . and 7, was- not consistently seen for viable macrophages {see BC 
, r TABbE...j. In accordance with this previous study, however, gluta- 
raldehyde fixed: macrophages seemed to have higher FWD in the 1-GR 
than ^ih the 0-GR {see BC TABLE ..). The discrepancy between fixed 
and uqfixed cells may be due to the selection of viable unfixed 

. ■ ..?*«■ . v.- ' t’SirjCT 

macrophages. Fixation may also alter the light scatter properties 

. . v; r. 

of 'cells,^However/ macrophages in pool 8, 0-GR f experiment had 
.v extremely high FWD (see BC TABLE , ? ) and displayed an atypical FWD 
' i i,-y'vefsus*''AXIi ’distribution (see BC FIGURE This sample is a 

mixture of pool 1 and 2, 0-GR, experiment 1, which was found to 

. .i ■ •• 

; contairj.^ans^no^Yiable and intermediate macrophages, see.Thus 

' r 'the"*light"°s”catter’ properties of extensively damaged cells are seen 
in' glutaraldehyde fixed cells as well as viable cells. FWD may 

"-■?£. therefore not only be useful for cell type differentiation but also 


AKL ofiviable-macrophages was foundtobe 120 to 125 percent 
y-r: ? for^ tj^e ;V-G^an^ v ip4 to 105 percent' for * the 2-GR compared to the 

• ' 0-GR (see” BC’TABLE .. and . ., and BC FIGURE Values for the 

■. --v :>$■ -...,, .. . 

1st 1 pool of .each" lavage werec^aHSf<y§t. invariably 5higher than for 
yy subsequent pools: Very similar results for the groups were obtained 

----• *-?-»»;?j 2 *J^dWiF''i^Uer/ .• >.•:•* r .^ ■■ , 

-:?V|rE4> from" glutaraldehyde fixed macrophages in this study (see BC TABLE 

'v ' ..;•• • 

' -• f, "and j .) f . and in a previous study (a). In terms of cell size 

' ‘ • ••' “ ? ’-r T'~\. t: ! ' 
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' (a) V" this means that macrophages/in the 1-GR and the 2-GR were 
larger compared to the 0-GR. This increase in macrophage size 
is smaller but qualitatively in/agreement with that of the deter¬ 
mination of v mean maprophage—agrea on cytocentrifuge preparations 
(see BC TABLE In discrepancySbetween the 2 methods is con¬ 

sidered to be, in par^T—due—tcr^the different shape of the macro¬ 
phages, i. e / approx, spherical in suspension (FCM) and more 
ja r less flat o n^cvtocentrifuae preparations. In addition, the 
( jsignal height bf AXlj) can be assumed to be less than proportional to 
the''projected area ioT^apiierical ce lls. Future studies should 
also^iticiude the determination of^ sicfnal widths bv FCM as a direct 
measure of cell diameter. Thlgv^arameter is easier to interpret 
and less sensitive to drastic changes in the light scatter prop¬ 
erties of cells than AXL, but was not determined in the present 
study due to the flack of suitable standards required for calibra¬ 
tion.^ './/•//.=._,'*■• . • 

The ^analysis of HAS was included in this study although the FCM 
electronics could not cover the large dynamic range of signals 

• i '<r i ■"»r 5 ''a ‘ , ‘ jX ‘if.- * "j r i ’• “ . = . .2. ^ .,i - , • . 

obtained from FLC/ RAS was only evaluated in a way to provide 
.a.rrough estimate of smoke inhalation effects on this parameter. 


/rr\ -Tjie^ relative* T jiumber of macrophages exceeding 14 times the RAS 

\ A ‘tM v-*i. ' -■ - - : ' .‘.'r S'■ • .::*.. * 

' of standard particles was 14 to 31 percent in the 0-GR, except 
‘ for .pool 8, experiment 1 (see BC TABLE .. and ..). This sample 
lias already ’ beeji shown to have atypical light scatter properties 
du'e 'to iow/viability (see . . ."’.T. .. ) . The values for the 1-GR 
’ were"65. to 7^percent, and 43 to 50 percent for the 2-GR. RAS 
e*s'V“pleasure’'q§^iptracellular optical heterogeneity of cells was 
determined as ^it.., is expected to be sensitive to the presence of 
vacuo^es^ in/jnac|ophages. The increase of RAS seen in the treatment 
groups"of the ;present and a previous study (b) is qualitatively 
iri^agreement; with the microscopic data on vacuolization (see BC 

- y-TABLE.^,, .).; The relative contribution of cell size to the increase 

-a. V.■- 

v * •- -V, • /// •/ • 

h)M§,SejREFERENCES.:INBIFO_study^P^Q500/3097 


.. g^udy^P^05g£/3 0 97 

Source: https^'wwjhdustrybdcuments.ucsf.edu/docs/yndlOOOO 
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not be determined with the available data. 


><"'* i '.i ■. V .y.;. 

; RAS .can,howeyer, 

In“addition,'*damaged cells also appear to have very high RAS. This 


will to* be "taken into consideration in farther experiments 
concerned"with the interpretation of RAS in the context of vacuol- 
ization* According to the results for FWD and RAS, light scatter 
parameters should best be investigated in combination with viabil— 
lty. 




6.1.6.2.5 Differential counting of macrophages and granulocytes 


-r- 
1 


The differential counting of cell types in FLC samples by FCM 
was restricted to macrophages, granulocytes and red blood cells, 
which were visible as more or less well defined clusters in FWD 
versus AXL cytogra^s (see BC FIGURE'..). Lymphocytes could not be 
identified on the basis of light scatter due to the lack of pos¬ 
itive control samples. According to microscopic differential 
■t counting r lymphocytes constituted generally mu-ctr less than 2.5 
percent of FLC (excluding red blood cells) (see BC TABLE 
Therefore the sum of macrophages and granulocytes was taken to be 
100 percent for the evaluation of FCM data. 

~ •’ s ’ 

. ; / --?. ; r* - 

■. V, ./// o •'V . " . ■ r ; r .7'^:“ - 

Generally a good correlation was found between the* relative number 




rij* 


.* ofmacrophages and granulocytes obtained from FWD versus AXL 
cytograms of unfixed (viability and esterase assay), glutaraldehyde 
fixed (phagocytosis assay) and ethanol fixed (DNA assay) FLC 
and the number.obtained from microscopic counting (see BC TABLES .. 
to . ,and BC ’FIGURES .. to ..). The slope of the regression line 
^ for' tfie/relative number of.granulocytes was, however, 1.06 to 
. „ 1,14. .for/ the ^r^lation between FCM/’data (y-axis) and microscope 
data./from reVuspension medium (x-axis), indicating a tendency for 
'relatively higher granulocyte counts by FCM. lhe deviation of 

' ' * i <h r£i • /-*'*-’ ■*’ riff'r-*'*?- >, : •» * * *r r • ' 
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the slope from^the value of 1 could Joe explained for example 

.. ' X •• ’••: • ••■ • * -rh~v* .. 

by the presence of additional counts m the iWD versus AXL region 
for granulocytes growing in proportion to the number of granulo- 
cytes, or' by a.constant relative loss of granulcytes on cyto- 

. .....Ur; ■ - •••V >5 r.-r r. 

centrifuge, preparations. 

• ■ v ‘ . 


"Vi'* 


As the PCM data seemed to overestimate the relative number of 
granulocytes especially in the 0— GR, i. e. at low values ( an 
effort was made'i to reduce potential contribution of non-cellular 
sample: components, e. g. cell debris or other particles, to the 
number of macrophages and granulocytes counted. Thus, only viable 
cells (a) were counted for unfixed FLC samples, and light scatter 
signals from ethanol’ fixed FLC were only counted when they corres¬ 
ponded to at least normal cell DNA content {see BC TABLE .. to 
..) though this procedure substantially reduced the number 


of granulocytes for the 0-GR, the slope of the regression line 
even increased for unfixed samples, while the correlation between 
granulocyte counts from ethanol fixed samples and microscopic 
counts was essentially unchanged (see BC TABLE .. and BC FIGURES 
.'. and .,). The increase in slope may, in part, result from varia¬ 
tion in viability._ Therefore, gating for viable cells seems to 
have only a limited value for cell counting. For low granulocyte 
counts, however, DNA gating also was effective in eliminat-ing 
background signals, as is also seen from the relative difference 
between ungated and gated counts "(see BC TABLE .. and BC FIGURE 

C.y' • X " 

Background signals and statistical variation in multiple evalua¬ 
tions of the same„.data due to uncertainty about the precise loca- 
-;7'ftioK'.rP^?®iii ,'in‘cytograms (see BC TABLE ..) seemed to be a lim- 
iting factor in the evaluation of FLC samples containing very few 

-i- .• " .< • v:.:-v 

‘ granulocytes. Gating for specific cell parameters like DNA may 


rv 






; ^ (a) cells used for the evaluation of este 

S’ ; ' =vt. 


esterase activity, see 
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provide a basis for future method optimization. Taking into con- 

: ’ v "••i: jl"’ s ’ifek&Jk•?• .IL^Ama •' v » .v:,r ’• -V - ■ 

sideration^^that^ the FLC samples analyzed by FCM and microscopy 
were processed ..in completely different ways, the consistency of 
the re suits" was" •&u«p>if4singiy good (see BC TABLE .. and BC FIGURES 
' and. . ;*). ^ ■*&:f\j iakT* 3> 

In many.samples a sharp peak was seen in AXL histograms which 

corresponded to a cluster in region ... of the FWD versus AXL 

■■■■■ ‘- 1 '■-■■■• ■■ - 

cytogram (see BC FIGURE ..). As no nucleated cells were found 
in this region, it was assumed that this peak may represent red 
blood cells. This interpretation is stron g4« y supported by RBC 
counts from cytocentrifuge preparations (see BC TABLE ..). 


mm 

■-■i.-fc’SI 


7.1.7, Conclusions! 




Of the biochemical methods tested in this study, SDS-PAGE and 
acid phosphatase activity appear to be sensitive enough to be 
use for determinations in separate subpopulations of FLC. The 
acid phosphatase method, however, is based on detection of fluores¬ 
cence-product and can be easily adapted to FCM. -wfew* £he single 
cell analysis^sii guld yield even m ore information. 

;■ ■>' o ?• ”4 & CUvccAA^tAjLrv/\ 

iThe determination of phospholipids in FLC have been shown to 
/ fe^Jtpo ipsensitiye to be used extensively in FLC studies. The 
alternative ..method of pattern using capillary GC, however, 

appears ito be promising for future studies on FLC lipids in small 

^ - - ' .v -_____ 

subpopulations. 


gj^compositfJ?&C was strongly influenced by lavage procedure. 

tfie Relative number of ^granulocytes was larger in the 
Su P plime n||ti°n, of the lavage medium PBS 
wji;ft, j gSA or, calpium .and magnesium also increased the proportion of 
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The' large- increased'in relative number of granulocytes after MS0 

■' >»■ ?•«* , f A v7.tr ^wl\.v'^^pT^Vi’..-'if ■■ ■ . • ...*'. ” ,.- s 

exposure and‘' the small increase for SS/ exposure were m agree¬ 
ment with a^previous study (a). 

The absolute 1 number' of macrophages recovered was also increased 
by supplimentation'with BSA. Although an unexpectedly large number 
of macrophages f^ere"recovered in the prelavage with PBS plus 
calcium/^ahdTm'agnesium, the number of macrophages obtained in 
the following 'lorrcycles with PBS plus BSA was comparable to the 

same ndmber of cycles without prelavage, 

• • ‘;*y3?v : v~ V,.w ■•-' . : . * . 

•. • '-t ( > ’ t? • =••;*.. .• J . * . V > •••» •• • • •. .. • • •_. . •. •• / "i- • . :. . 

The number of macrophages recovered from rats exposed to MS^ 
was similar to that for controls as seen in a previous 

study (a). The decrease in macrophage number after S^ exposure was 
also reproduced for PBS alone and PBS plus BSA with prelavage. In 
the case of PBS plus BSA without prelavage, however, the number of 
macrophages recovered from the SS group was increased relative to 

control. As this was only a single determination, no interpretation 
is possible. 


The absolute number of granulocytes confirmed the changes seen 
for relative number of the same, despite the large variations in 
■~y macrophage number between lavage procedures and treatment groups. 

.Viabilit^YaPP®^®^ to be lower in PBS alone than for other media. 
Especially'"the"^variation in viability was larger for this medium. 
'The 1st pool of each lavage procedure also demonstrated a small 
decrease in viability relative to later pools. 

, Fpr/tlje^^etermination of macrophage morphology, PBS lav aged samples 
.. wer e -p ot .used as the cell preparations were not well preserved. 
Nb~tpther^.changes in macrophage morphology were seen between the 

... . i r ' ! . t<: 

study P^500/3097 

^ ^^^^^^I^^:^wwwjndustrycloci^en{s!ucsf.edu/docs/yndl0000 
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3 Ravage’“procedures. There was, however, a definitive increase 
’ in^macrophage' size after smoke exposure. The larger effect of MS^ 
on macrophage size relative to SSp for PBS plus BSA without pre- 
1 ay age was not confirmed in PBS plus BSA with prelavage* 

- : L V'” : -v rS ; “ 

The determination of FLC viability by PCM was shown to be practi- 
- cable in this study. In addition to the information also obtained 

; ... • . • ' ...... .-.■■. ■* .. , r. ... -=- r . . . . - 

by the trypan blue method, this method can quantitate intermediate 
states indicating acute damage to FLC* As this method is also 
■’independent: of subjective factors, it can and should replace the 
microscopic method in future studies. The effect of lavage media 
and smoke exposur eTwere simi lar, to the microscopic data. 

Vr"* ■' 3 ? '-■-I'TtS'lV ' " a £-?#• x\X' ' /rv M 


6-" d 

The determination of nonspecific esterase activity of macrophages 
in . the same assaywas essentially unimodal ^and demonstrated no 
difference between lavage procedure or treatment groups. A bimodal 
distribution'wasJfound in granulocytes for this parameter. Due to 
the poor resolution of the 2 subpopulations, however, an exact 
evaluation of these data is not yet possible. 

. . 

Phagocytosis as determined by FCM was found to be a sensitive 

parameter for smoke exposure effects. An increase in phagocytosis 

relative to control was seen for MSjS and SS$. The small number of 

data available in this study, especially for SS^, were in agreement 

with a previo4s study {a). The analysis of granulocyte 

phagocytosis is a new and interesting aspect of this parameter. Due 

- - f. - ... • j 

to the small dumber of granulocytes in the pools for phagocytosis 
from controls^ no exact evaluation of this parameter was possible. 
The use of granulocyte enriched pools, e. g. pool 5, for such 
studies shouid be, incorporated into future studies., 

The values for DNA content of macrophages were shifted to higher 

■ ■ --d** + - [■ T-f- v?. -v. i „ 

.values compared to granulocytes, possibly due to autofluorescence. 

^ ■* ' ‘ A'' “ /•*-.' ' - 
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The determination of DNA distribution V^offers an opportunity to 
determine stages of proliferation and raultinucleation of macro¬ 
phages. Both proliferation and multinucleation of macrophages were 

. s-- ■ ~:-r: '• -ri. 7 a? ■.• • w 

significantly increased in MSS exposed FLC. Variations and limited 
Amount ;bf^data/do not allow an interpretation of this parameter 

••• ■:- . ■ '. •;nv:y-.;; . r ,f .:. ^ 

• for SS exposed group. - 

=*?V * ViV.,- sT57tf.|$gt£*-i . "‘ • 

^ i • j vr-'f.'•/ j. I; • V.'. *• 

r Differential counts determined yath FCM on the basis of AXL and 
FWD areHin general agreement with microscopic 'data, and can be 

.;*-• vf •. 'V.' ' -. . 

refined, by the . use of additional parameters such as DNA. Their 
inclusion .in.., a given assay allows ^the separate analysis of macro- 

phages and granulocytes in heterogenous FLC samples, and cana^X 

’ v _ *&::-?;*?&&&■ -TS•• .-V- , —■ / . i ( 

replace the microscopic method in future studies. .v/Wu, 

The light scatter parameters AXL, RAS and FWD were used to analyze 

■■-' * -. ■ . '!**■ ,■ •* \ ’*i ♦ r -••.*-■ 

samples for subpopulations of macrophages for differing morphology. 

AXL demonstrated a significant increase after MS^ exposure relative 
to control. . A smaller increase was seen for ss| exposure. This 
effect probably correlates with an increase in macrophage size 

seen'microscopically. ,,, 4s £^..' 

• • _■"-- 

Fop RAS a large increase was also seen for MS^ exposure group 
relative to control.j.^he SS^ exposed group was also significantly 
increased relative to control, This group, however, was also 
significantly lower in RAS than the MS group. Due to the lack 
of ^_guitable .logarithmic amplifier, evaluation of this parameter 
was limited, however, it appears to be of potential interest 
as"an'assay for vacuolization. 






. , I' t'Xiii..' •:*.< •-ii.il’:?‘'-•-vi-.*' ir---;*'- I 

FWD from the. viability assay demonstrated no difference between 
: exposed group and control. For the SSfl exposed group, 

' ' however, a „ small^ but significant increase in this parameter was 
• ^ Ijen^Jor. viable m acro phages. The FWD histogram for this group 





"■rAr 


- . ‘iM > • 

t fr'rlr t rV W-frl ^ 




5 •>; 


-" ; - Pipj,’, 

i >/: v;>/ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027301 













SUBREPORT'' P ? 6£85730. 

; :v 






demonstrated a defii 

• * '■ ■ . - -t .^s, . 

subpopulation of m 
population might 1 
macrophage number f 
explained by the cc 
monocytes. 



?&3 

ft 

ew 

m 

he ?;dec 

r< 

*a 


*8 
1 v* 

ft 




From the results o 
very critical for F 

(1) the replacement 
differential co 

(2) the replacement ot iuujlusuuiju; ucn 

. • t • -• • ^. _ • i ,-o'- 

counter at the site of lavage - 
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the time from lavage to analysisor fixatior 
significantly. r'T!' 4 '' ' v ' 4 .T 

• .. . * ■ . 7 - ;■ ■" 

For the application of FCMtoFtC parameters 

result of this study was -the development of 

including software for r : ! 'V/ 

(1) viability, ■ ' . •' »‘pi2,pr: • 

(2) phagocytosis and 

(3) DNA assays. '" r ''TtTCS;” ^X-TOv... 
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Supplimentat ion of PBS as a lavage medium 

macrophage yield and viabilityi* The number of 
was further increased by an additional prel 
calcium and magnesium. Although k the viability 
slightly decreased relative to PBS„pltis BSA wit 
lavage procedure i 
compromise for fui 
sufficient FLC foi 
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BC TABLE 1 

FLC-PROTEIN C -3 i ' ‘ ' ■ ""~ 

Remarks: amido black method 
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GROUP 

EXPERIMENT POOL 

RELATIVE 

Mr (a) 

45. 5 

PEAK AREA (0/0) 

-(DALTON 1E3) 

16.0 

15. 

0 

0-GR 

i 

2 

32. 5 

27.6 

0 




4 

19.5 

26.8 

27. 

3 



7 

21.1 

39.0 

0 



2 

2 

16.7 

34.5 

9. 

9 



4 

23.0 

38.8 

12. 

0 



7 

32.9 

33.9 

0 



3 

4 

10.9 

55.9 

0 




7 

29.5 

48.9 

0 


1-GR 

1 

2 

17.2 

36.6 

11. 

7 



4 

14.6 

32. 2 

15. 

9 



7 

23.2 

39.7 

8. 
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2 

2 

12.2 

12.2 

8. 

2 



4 

15.4 

23.0 

15. 

7 



7 

15.1 

24.5 

15. 

8 


3 

4 

10.1 

33.7 

13. 

7 



7 

13.6 

49.7 

0 



BC TABLE Jg 5 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, 

COOMASSIE BLUE STAINING V 


Remarks: for Mr standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool 
and day 


(a) relative molecular mass 
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GROUP EXPERIMENT POOL RELATIVE PEAK AREA (0/0) 

Mr (a) <£-(DALTON 1E3) 



BC TABLE (continued) 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, 

COOMASSIE BLUE STAINING 

Remarks: for Mr standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool 
and day 

i 


(a) relative molecular mass 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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SUBREPORT P 0500/3057 


GD91 (R) A9 PS 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE PEAK AREA (-&?&) 

Mr (a) 

45.5 16.0 15.0 

0-GR 

N 

8 

8 

8 


M ( % ) 

23.26 

38.18 

6.15 


SE 

2.78 

3.54 

3.50 


RSD (0/0) 

33.8 

26.3 

160.8 

1-GR 

N 

8 

8 

8 


M / 

15.18 

31.45 

11.20 


SE 

1 • 38 

4.06 

1.94 


RSD (0/0) 

25.6 

36.5 

49.0 

2-GR 

N 

2 

2 

2 


M (%) 

7.80 

35.15 

21.75 


SE 

- 

- 

- 


RSD (0/0) 

“ 

" 



I 


BC TABLE 


tf<a&kfeELATIVE PEAK AREA FROM SDS-PAGE OF FLC,/STATISTICAL) 
(/PARAMETERS / COOMASS IE BLUE STAINING^^ 


(a) relative molecular mass 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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i 

SUBREPORT P 0500/3057 GD91 (R) A3 PS 



GROUP 

EXPERIMENT 

POOL 

RELATIVE PEAK AREA (0/0) 

Mr (a) (DALTON 1E3) 

44.2 20.0 to 19.0 

18 to 17.5 

16.3 

15.5 to 14.5 

12.4 

0-GR 

i 

2 

17.4 

9.7 


23.6 

6.2 

0 



4 

14.7 

11.7 

11.3 

18.2 

24.8 

0.4 



5 

9.8 

8.1 

9.0 

17.0 

28.5 

1.0 



7 

6.9 

5.9 

20.8 

28.9 

15.4 

1.8 


2 

2 

10.3 

12.5 

12.7 

23.0 

15.7 

1.8 



4 

14.3 

11.6 

11.4 

21.9 

16.5 

0.8 



6 

17.7 

8.5 

9.2 

23.5 

15.2 

1.5 



7 

18.4 

10.8 

10.6 

24.3 

9.0 

0.4 


3 

4 

5.8 

14.7 

14.7 

41.7 (b) 

3.2 (b) 

0.4 



5 

3.9 

9.9 

9.0 

16.2 

44.6 

1.5 



6 

4.5 

15.6 

14.7 

29.5 

9.3 

o./j 



7 

6.4 

17.3 

15.2 

39.6 (b) 

0 

.LT.0.2 (b) 


BC TABLE ZS" 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS; SILVER STAINING 


Remarks: for Mr standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool and day 


(a) relative molecular mass 

(b) not included in the calculation of means 


60C4.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A4 PS 


/ 


GROUP 

EXPERIMENT 

POOL 

RELATIVE PEAK AREA 

Mr (a) (DALTON 

44.2 20.0 to 

(0/0) 

1E3) 

19.0 

0 

18„ to 17.5 

16.3 

15.5 to 14.5 

12.4 

1-GR 

1 

2 

8.5 

11.8 


11.7 

22.2 

23.5 

2.4 



4 

11.5 

11.8 


12.2 

17.6 

15.8 

2.1 



7 

12.4 

14.6 


12.2 

17.6 

10.2 

.LT.0.1 (b) 


2 

2 

11.1 

12.2 


11.5 

15.4 

19.3 

5.9 



4 

10.3 

12.9 


13.2 

19.1 

19.1 

5.7 



7 

7.^> 

8.5 


12.2 

18.8 

16.0 

4.8 


3 

4 

6.0 

11.8 


12.6 

23.7 

19.5 

4.6 



6 

3.7 

12.9 


11.7 

19.7 

22. 4 

13.4 



7 

6.6 

16.5 


13.2 

19.9 

12.8 

2.1 


BC TABLE (continued) 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, SILVER STAINING 

Remarks: for Mr standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool and day 


(a) relative molecular mass 

(b) not included in the calculation of means 


01CZ.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A5 PS 


GROUP 

EXPERIMENT 

POOL 

RELATIVE 

Mr (a) 

44.2 

PEAK AREA (0/0) 

(DALTON 1E3) 

20.0 to 19.0 

18 to 17.5 

16.3 

15.5 to 14.5 

12.4 

2-GR 

$ 

3 

6.0 

8.7 

- 8.5 

14.3 

26.6 

17.4 


o 

4 

2.4 

5.1 

6.5 

12.2 

48.8 

3.8 



7 

6.8 

18.9 

13.4 

23.5 

12.4 

1.0 


BC TABLE (continued) 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, SILVER STAINING 

Remarks: for Mr standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool and day 



(a) relative molecular mass 
^(b) not- included in-t-he-'Caleudfa'trirrrr'bf—meeths 


TTC<£.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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SUBREPORT P 0500/3057 GD91 (R) A6 PS 


GROUP STATISTICAL RELATIVE PEAK AREA (- Q/O fr 
PARAMETER 

Mr (a) <£— (DALTON 1E3 ) 






44.2 

20.0 to 19.0 

18.0 to 17.5 

16.3 

15.5 to 14.5 

12.4 

0- 

-GR 

N 


12 

12 

12 

10 

11 

1 1 



M 

f 

10.84 

11.36 

U.3S27 

22.61 

16.84 

0.9/0 



SE 


1.57 

0.95 

i.o/y 

1.43 

3.68 

J) O.ZO 



RSD 

(0/0) 

50.1 

29.0 

'2&rf23.3 

20.0 

72.5 


V 

-GR 

N 


9 

9 

9 

9 

9 

8 



M 

SE 

(**) 

8.6/y 

0.97 

12.56 

0.73 

12.28 

0.21 

19.33 

0.83 

17.62 

1 .44 

5.13 

1.31 



RSD 

(0/0) 

33.fi 

17.4 

5.1 

12.9 

24.6 

72.1 

2- 

-GR 

N 


3 

3 

3 

3 

3 

3 



M 

(%) 

5.07 

10.90 

9.47 

16.67 

29.27 

7.40 



SE 

1.35 

4.13 

2.05 

3.47 

10.59 

5.06 



RSD 

(0/0) 

46.3 

65.7 

37.5 

36.1 

62.7 

118.5 



(a) relative molecular mass 

ZIC2.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GD91 (R) a’10 


*rT- 
yy K 




PS 


1^4; ^ 

; ; ’+ 1 ■ 

1 ?; 

. ) 

" \ "A ' ;i 

■ -' I* ; 

■I : ; M 

stfife 

' 1 ‘ ? • ■ 

<" !_• ■ ■■ . 




Igroup ! ' 

iff !i 

?L- _— 

EXPERIMENT 

' }j ; 

.’fV !■ v i, 

1 ; •*’ „ 1 |* 

: 5 "i • i" 

• ■“ ■ ■ ” l:r 

POOL 

/•4;: '!! - i ' 4 ' / ft!; ' 

/MlrtmT.nX'rmri r\nr i 

■ M 1 

rtlTTTPl T\ n n *» 

AREA 

V ’ '■* 

j |18 to 17.f 

■ LZ 16 - 3 

15.5 to 

y> r. :;i t : '-' 

' : ! . j'l 

• • r- 

14.5 : 12.4 '5 ;H| 

TRATIOi [(a) I : - 

Mr (b) <£- (DALTON 1E3) 

44.2 20.0 to 19.0 

'■> : ' '• . j - ^ f: f 

t : • ' 

•1-GR ‘ 

1 

2 

0.49 

1.22 

— 

^ 1 J &36 

0.94 

3.79 




4 

0.78 

1.01 


1.08 

0.97 

0.64 

5.25 

l 


7 

1.80 

2.47 


0.59 

0.61 

0.66 

.LT.0.06 (c) 

\ 

2 

2 

1.08 

0.98 


0.91 

0.67 

1.23 

3.28 



4 

0.72 

1.11 


1.16 

0.87 

1.16 

7.13 

i 


7 

0.42 

0.79 


1.15 

0.77 

1.78 

12.00 

I : : 

■ya 

3 


1.03 

0^.80 


0.86 

0.57 

6.09 

■'A 

11.50 

Xt ; 


& 

0.82 

0.83 


0.80 

0.67 

2.41 

W.ti 


■ ■ > * . i 

1 

1.03 

0..95 


0.87 

0.50 

— 

.GT.10.5 (c) 


Mfcnf. 

44 : 
44 * 4 ; 






iv e BC TABLE 7 

RATIO OF RELATIVE PEAK AREA FROM SDS-PAGE OF FLC, SILVER STAINING 


(a) treatment group versus control group 

(b) relative molecular mass 

(c) values not used to calculate mean quotient (see BC TABLE .<?. 
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•f;S BC TABLE 7 (continued) 


RATIO OP 


fp. 

«|t 
'-vX'r - ■ 


RELATIVE PEAK AREA FROM SDS-PAGE OF FLC, SILVER STAINING 



(a) treatment group versus control group 

(b) relative molecular mass ? 

(c) values not used to calculate mean quotient (see BC TABLE . Q .) 
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- ; SUBREPORT P 0500/3057 GD.91 (R) A12 PS 


> vj-v 

•MM 




liW& v ' ~ r ! ' ' M • : . : ■■ 

.^fl&GROUP STATISTICAL RELATIVE PEAK AREA (*67^ 


*-wm- • 

■4^*m ;;i r 


PARAMETER 


MEAN RATIO (a) 


mm ■ 


Mr (b)<£;-(DALTON 1E3) 

44.2 20.0 to 19.0 


18.0 to 17.5 


16.3 i 15.5 to 14.5 


fgpp^.-;— 

&>:!?, 1-GR 

N 


9 

9 

9— 

9 

8 

-- 

6 


M 

c <% ) 

0.908 

1.129 

0.a*<r« 

0.730 

2.220 

J-O-rS'SS' 43.372. 

4 v- - J r ■ 

SE 

0.136 

0.174 

0.0>??? 

0.056 

0.664 

6.2-3? 

.'■V/ ' •' ' 

RSD 

(0/0) 

44.9 

46.3 

jSsS’M.S 

22.9 

84.6 

jj<- cr v 

2-GR 

:N 

(.%) 

2 

2 

2 

2 

1 

1 


:M 

0.735 

0.720 

0.660 

0.440 

15.25 

9.50 


iSE 


— 

- 

- 

- 

— 

— 

as- ■•*;' 

RSD 

(0/0) 

— 

— 

- 

— 

— 

— 


v^ ; : BC TABLE 8 

.rt-s; jK 


^BA»- RATIO OF RELATIVE PEAK AREA FROM SDS-PAGE OF FLC , STATISTICAL PARAMETERS 


(a) treatment group versus control group 

(b) relative molecular mass 


S7C4Z0G202 


■ r , ’ .^5* %*' i l/h* ./ 


Soured? https://www.industrydocuments.ucsf.edu/docs/yndl0000 


: 4 * mm 
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SUBREPORT P 0500/3057 GD91 (R) A1 3 PS 


: ^^ GROOP' ^EXPERIMENT 

' 

•■■•^fSCO-GR ' 2 

■ 

1 ■ 


POOL PHOSPHOLIPID 

, WH0?HAG,£S 

(ug/lE6 miorophy .) 


103.8 


369.3 


(ug/1E6 FLC) (ug/ug FLC protein) 


100.1 

363-rO 


4.09 


81 ® 


1 —GR 


261.8 


174.6 


1.15 


227.3 


180.5 


:» 2 " GR 

si?;' 


236.5 


211.2 


BC TABLE 9 


FLC PHOSPHOLIPID 


Remarks: data calculated on the basis of inorganic phosphorus determination and 
mean phospholipid molecular weight of 775, calculated on the basis of 
various parameters 


(a) treatment group 

(b) relativejmoiscrdrar-TitaSs ~ i ‘ -- - 

jti2-)- J i c aiT3^§ - ‘nbt used to calculate mean quotient (see~~Bl 


9TC£206Z0Z 


Source: https://www.industrydocuments.ucsf.eda/docs/yndl0000 









f'f' SUBREPORT P 0500/3057 GD91 (R) A14 PS 

fc# <5, '* . . i ; 

§} .ii *? ■ • . ■ . V a 1 ’ •. .1 

feuril /-!:,.- ■ i f - 


A.\^ 


MMosboP' ^'SXPERIMENr : -FAME 

&-•; Jv, ; : ^NO, , » J- 

i r ■ J'5).^' ■ : - ’ •. timr. 


6// 


Jill 


M .;?!= j, 1 

-2' ■ 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

i : ,i::. ' ft 1 ; . 

5 , 6 and/7 ; , ■ 

^ 7 . 7 “” 

f 0-GR 

2 , 1 : 

^ 5.76 


-- 

<PJ 

3.34 

3.06 

3.373 

4.18 

“ 5.57 ' 

4.09 ; 

4.43 -P*:' [ 

’m. • 

r-i *2 

5.57 

— 

- 

3.79 

2.7 Ka~* 

--3.0/T 

3.7/? 

5.1// 

3.26 

3.87 f 


3 

3 . 8 # 

3.3# 

7.24 

7.68 

- 

~ 

3.76 

2.79 

3.26 

3.20 

1-GR 

1 

-2.99 

_ 

— 

J- 7 Z 

• 3 t+& 

_ 

— 

1.96 

2.6# 

2.4/2 

2.37 


2 

2.85 

— 

- 

— 

2.58 

- 

1.50 

- 

5.01 

— 


3 

2.9// 

’ 2.05 

2.40 

1.64 

2.78 

2.32 

1.36 

2.2\A 

2.90 

2.33 

2-GR 

3 

— 

4.5/2 

- 

3.43 

3.33 

3.37 

4.743 

3.24 

3.81 

3.76 


gi ^ 3 

TABLE 10 

mm 


FATTY ACID METHYL ESTERS FROM FLC 


Remarks: 1 determination of a single pool, 5 rats per pool 

Pool 1 and 2and 4, 5, 6 and 7 represents the mean of these pools weighted according 
of cells per pool. 


to the number 


&W&ZOGZOZ 


Source: https://www/industrydocuments.ucsf¥edu7docs/yndl0000 










Remarks: 


1 determinatiga^of a single pool, 5 rats per pool . . ^ . ,, -.—i™. 

Pool 1 and 2,(2jard 4, 5, 6 and 7 represents the mean of these pools weighted according to the numbe 

of cells per 


3 


8TC420620Z 



Source: https://www.indu3trydocuments.uCsf.edu/docs/yndl0000 





; SOBREPORT P 0500/3057 GD91 (R) A16 PS 

%*)/'-/ ' f y' ■ n ■ 


•fiti l.'if • 


m. 



: 1 


,4s } 


J. 


!«: 1- 


’i SEXPERIMEKT 

|bo. • 


PAIMITIC ACID MEEEKL ESTER (ug/ 1 E 6 FLC) 
POOL 1 


J^,^^0-CRv 

/r^ w "p ; ; • 

: ; \' K ■ 

ftfcfr - 




% 


1 f 

2? : 

1 and 2 

3 

4 

3 and 4 

5 

iv6 ; ■■ :■ 

■if- : -|| ' !• 

■ : • 1 

:5, ; 6j and ;7 t 

68.$? 


_ 

41.9 

21.4 

28.5 

49.3 

35.8 

23.9. 

36.3 : " lf 

4*i ^ 

— 

- 

38.5 

17.6- 

«■ 23.7 

53.4 

32 .\3 

21.fc? 

30.$ (, 

.37 ./r 

30.6 

34*7 

43.3 

— 

— 

38.X0 

19.6 

19.u 

22.4 

40.7 

_ 

_ 

17.3 

_ 

_ 

25.6 

22.6 

18.5 

21.3 

31.6 

— 

— 

— 

24.2 

- 

9.4 

- 

25.9 

- 

20.6 

18.9 

19*5 

18.3 

33.0 

27.1 

22.0 

20.7 

26.8 

23.9 

- 

25.9 


31.7 

26.9 

28.6 

40.1 

25.1 

3T.\3 

33.9 


% 



ACID METHYL ESTER (16:0) FROM FLC 


^ Remarks: 1 determination of a single pool, 5 rats per pool 
'i?:’;" v 7 Pool 1 and 2,tf2Jand 4, 5 f 6 and 7 represents the mean of these pools weighted according to the number 

•: of cells per peql. 
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Source: https://www.industrydocuments.ucsf.edu/ ocs/yndlOOOO 
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i 1 -” ^• 
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5R0UP t: ‘STATISTICAL fiTPAIMITIC ACID METHYL ESTER<^(ug/1E6 FI Cp 

•>1 £• •. ■. '■1g» 9 ,;' •..•••'•*'. 'Li ; 1 . ■ ■■ 5 • ■ —5 —~ 

WHW 

’ TOOL 



13.W *■ isc;i a 



5 %ll 6 ';* :// 7 .;:- 1 fifc ^.: 5 , *6 
, > £1 :j $k Jfi 7 r ",L‘ : *'. .i * |; 1,J „ : "':■;'' JiJ!’ 


i #!/7 4 fr ' J i ’ 51 2&0 30.6 

vf^IM : .■• ' ^:SE’i ;. ' ‘ * ;s 9.18 ■ 

////>>£ * ■! : ■ 'JRSD (0/0)/ 31.0 

\ 

: :N ' 

4i^4S- !— 

■■ ■ se 

"■ ". ■: - TSD (0/0) 

: ‘.x 




'V' 3 : ;/ :• 1 

30.97 18.9 

4 5.81 j % j. - 

$ 32.5 |^[f| ” 

\ r + ' -« r -1l- l 

:4 


1 

19.5 


•|r-.v., 

:3kY^, ; >S'-\ 


fc {• " ;-^25.9 


3 

41.23 

1.43 

6.0 

2 

19.50 ' 

2 

26.10 

3 

46.9/0 

4.yf60 

\&?5 

-Jf.O 

f. 7 - - J 
j * 3 

29.2/J 

4.9/2. 

29.// 

r '<-• 

, : : -3 

21.5/3 

I. 42 

II. 4 

3 ; » 

29.7// 

4.03 

23.5 

2 

17.80 

2 

28.60 

1 

27.1 

3 

19.00 

4.91 

44.8 

2 3 

21 .JxSfO 23.73 
3.63 
19.2 

2 

22.60 

31.7 

26.9 

28.6 

40.1 

j .25.1 

: 37./J 

33.9 


T-iWi'l. •* . - 

.fTv 


C TABLE 13 

^^^/.PAIMITIC ACID METHYL ESTER (16:0) FROM FLC f STATISTICAL PARAMETERS 

‘ • '- ,iii-5r 


Remarks: 1 determinatiarr\of a single pool, 5 rats per pool =~^wHnn t-hP number 

Pool 1 and 2jT2 fend 4, 5, 6 and 7 represents the mean of these pools weighted according to the numoer 

of cells per pool. 


QZE&ZOGZOZ 
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■v 
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'fv;. v VC-i ; ■ • ,f 

fJt,“r “Tit *•*.*««• 
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O-AjD 


3 and 4 

5 

6 

7 

5, 6 ai 

10.6 

12.6 

13.7/ 

7.2 

10.7 

9./j 

12.3 

44-rO///J 10.6 

11.// 

— 

11.6 

9./vT 

11.7 

11.0 


5.9 

9.1 

8.6 

8.0 

- 

2.4 

- 

8./f 

- 

7.0 

3.5 

5.8 

9./2 

6.9 

10.6 

8.8 

o 

• 

o 

12./TJ 

11./// 


of these pools weighted according to the number 


.ucsf.edu/docs/yndl0000 
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BC TABLE 15 

STEARIC ACID METHYL ESTER (18:0) FROM FLC, STATISTICAL PARAMETERS 


Remarks: 1 determinati/ 

a i 

Pool 1 and 2« 

X i -j * 

^2vand 4 

of cells per ] 

poM. 


\ 

/) 
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Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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Source: https://www.industrydocuments.ucsfJ€&ti/doGs/yndlOOOO 






SUBREPOKT P 0500/3057 GD91 (R) A21 PS 


GROUP POOL 
NO. 


FAME ( ag^ - ELC) q/'/fEC TLC)/C£/StC)) 


EXPERIMENT STATISTICAL PARAMETER 



i 

2 

3 

N 

M 

SE 

RSD 

(0/0) 

1 

5.90 

£ 

5./4 

3.68 

3 

5 . 0\9 


23 ./6 

2 

- 

- 

2.86 

1 

2.86 

- 

- 

1 and 2 

- 

— 

3.15 

1 

3.15 

— 

— 

3 

3.68 

— 

3.81 

2 

3.75 

— 

- 

4 

- 

3.10 

3.88 

2 

3.49 

- 


3 and 4 

- 

- 

3.87 

1 

3.87 

— 

— 

5 

4.34 

3.92 

6.29 

3 

4.85 

0.73 

26.1 

6 

2.48 

— 

3.57 

2 

3.03 

- 

- 

7 

2.15 

3.0/5" 

2.,80/ 

3 

2 

0.2V 

17./? 

5, 6 and 7 

2*66 

- 

3.46 

2 

3.06 

- 

- 


BC TABLE 16 (continued) 

RATIO OF PAIMITIC ACID METHYL ESTER (16:0) VERSUS STEARIC ACID METHYL ESTER (18:0) 



* 204,206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GD91 (R) A22 PS 


I VU) 


GROUP POOL 
NO. 


fc c? /S£6/ZC)/C$ Tie )) 


EXPERIMENT STATISTICAL PARAMETER 


1 

2 

3 

N 

M 

SE 

RSD 

(0/0) 


2-GR 1 


2 

- 

2.23 

1 

2.23 

“ 

1 and 2 - 

- 

- 

- 

— ~ 

— 

3 

_ 

3.17 

1 

3.17 

- 

4 

- 

2.4V" 

1 

2.4*5(3 

- 

3 and 4 

- 

2.70 

1 

2.70 

“ 

5 

— 

4.56 

1 

4.56 

- 

6 

— 

2.51 

1 

2.51 

- 

7 

- 

3.0/J 

1 

3.0£fj 

- 

5, 6 and 7 

- 

3.0/.T 

1 

3.0/3" 

— 


BC TABLE 16 (continued) 

RATIO OF PAIMITIC ACID METHYL ESTER (16:0) VERSUS STEARIC ACID METHYL ESTER (18:0) 


1 / 

0 


SZV&Z 06202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GD91 (R) A30 PS 


STATISTICAL 

PARAMETER 


FAME 


TO RAfflEO- 


POOL 1, 3 aavd 5 


^ 4 E £-FL C)!Cg // FZc.)) 


(£2ZSP 


POOL 2 , 4, 6 cfed- 7 


2.62 


RSD (0/0) 


n./y 


0.13 

22.ft/I 


BC TABLE 17 

MEAN RATIO PALMITIC ACID METHYL VERSUS STEARIC ACID METHYL ESTER 


Remarks: all groups pooled 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027326 



I 'SUBREPORT P 0500/3057 GD91 (R) A23 PS 

ns - ns Hr ■: r s ■ • • ^ 
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-n^GRoup; 

exp. 

ACID PHOSPHATASE ACTIVITY (U^i/e6 FLC) 







.Mr* ■ 

NO. 











;;s-f H\ 


POOL 

X 

M 

RSD POOL 

X 

M 

RSD POOL 

X 

M 

RSD 

v to-i 





(0/0) 



(0/0) 



(0/0) 

0-GR 

1 

1 

43.9 


2 



_ 



•* ' . ■ ■ 



46.1 



42.4 

V'J./J. 


*** 






46.4 

45.47 

3.0 

46.2 


4./ 

— 

— 

*~ 

lr / ' 

2 

1 

60.9 


2 

53.2 



— 



• r 



61.0 



62.6 



- 



K\/ 



55.7 

59.20 

5.1 

58.0 

5X93 

8.1 

— 

— 

— 

, 

. ...j.ji - , 4 ; 

3 

1 

223.6 


2 

374.2 

1 


- 






220.8 



374.2 



- 



rn'- 



209.1 

217.83 

3.5 

377.0 

375.13 

0.4 

“ 

" 



EC TABLE 18 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


2.ZC2.20620Z 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 







Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


82C4Z0620Z 






SUBREPORT P 0500/3057 GD91 (R) A25 PS 


GROUP EXP. ACID PHOSPHATASE ACTIVITY (U/10E6 FLC) 


NO. 

POOL 

X 

M 

RSD 

(0/0) 

POOL 

X _ r 

M 

RSD 

(0/0) 

POOL 

X 

M 

RSD 

(0/0) 














i 

5 

53.0 



6 

25.0 



7 

24.3 





54.0 




22.4 

3. 



22.0 





57.7 

54.90 

4.5 


26.7 

24.7/) 

8.8 


23.9 

23.40 

5.3 

2 

5 

355.0 



6 

323.8 



7 

334.3 





342.1 




311.8 




341.3 





354.1 

350.40 

2.06 


311.8 

315.80 

2.2 


352.8 

342.86? 

2.7 

3 

5 

854.7 



6 

712.2 



7 

249.3 





864.2 




749.4 




251.9 





829.5 

849.47 

2.11 


701.0 

720.87 

3.5 


253.4 

251.53 

0.8 


BC TABLE 18 (continued) 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


6ZC£206Z02 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A26 PS 


/■*£>- 


GROUP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY [U/ 1^E6 FLC) 

POOL x M RSD POOL 

(0/0) 

X 

M 

RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 




2, 










1-GR 

1 

1 

2.jr 



2 

19.2 


— 

- 







2<yo 



19.7 



- 






— 


— 


19.1 

19.33 

1*7 

— 

— 



2 

1 

322.7 



2 

398.7 


- 

- 






310.9 




338.1 



- 






268.8 

300.80 

9.4 


369.3 

368.70 

8.2 

— 

— 

— 


3 

1 

424.4 



2 

557.4 


- 







410.5 




545.0 



- 






450.4 

428.43 

4.7 


553.2 

551.87 

1*1 





BC TABLE 19 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A27 PS 


/>(/. 


GROUP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY (U/1^E6 FLC) 

POOL X M RSD POOL x 

(0/0) 

M 

RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 

1-GR 

1 

3 

5.9 



4 

26.0 


_ 

_ 






4.9 




26.5 



- 






5.1 

5.30 

10.0 


41.2 

31.23 

27.6 

— 

— 

— 


2 

3 

— 



4 

353.8 


- 

— 






- 




388.3 



- 






- 

— 

— 


352.3 

364.80 

5.6 


— 

— 


3 

3 

254.9 



4 

903.4 


- 

- 






246.7 




3/3.3 -998x6- 



- 






252.8 

251.47 

1.7 


1000.5 

964.6 \fo 

5.5 





BC TABLE 19 (continued) 

ACID PH05PHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


TCC4Z06Z0Z 


S urce: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPOKT P 0500/3057 GD91 (R) A28 PS 


/yU>' 


GROUP 

EXP. 

NO* 

ACID PHOSPHATASE ACTIVITY {U/ 1^E6 FLC) 

POOL x M PSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 

POOL 

X 

M 

RSD 

(0/0) 

1-GR 

1 

5 

37.1 



6 

0 

394 



7 

109.0 






34.9 




39.7 




103.9 






34.0 

35.33 

4.5 


39.7 

39.^ 

1.0 


98.6 

103.83 

5.0 


2 

5 

132.9 



6 

_ 



7 

569.2 






129.8 




- 




548.2 






131.7 

131.47 

1.2 


- 

- 

- 


521.9 

546.43 

4.3 


3 

5 

419.0 



6 

501.1 



7 

489.5 






427.5 

Wo, JO 

S,( 


495.5 




495.5 





J<a<M05v5- 

•44?r33 

-StT- 


503.1 

499.90 

0.8 


479.6 

488.20 

1.6 


BC TABLE 19 (continued) 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


ZCE&Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 




SUBREPORT P 0500/3057 GD91 (R) A29 PS 


\\P 


/ 



GROUP 

EXP. 

NO. 

ACID 

POOL 

PHOSPHATASE 

X 

ACTIVITY 

M 

{U/l/E6 FLC) 

RSD 

(0/0) 


ro 

l 

O 

Jd 

3 

i 

487.7 
505.3 
477. ft 

DC 

490 .4-0- 

2.9 


— 


2 

554.1 

550.1 
569.8 

558.00 

1.9 




3 

709.9 

686.5 

664.0 

686.80 

3.3 




4 

] 

428.5 

399.1 

370.4 

399.33 

7.3 




5 

766.0 

783.6 

810.9 

786.83 

2.9 




6 

589.9 

594.7 

575.4 

586.67 

1.7 


n. 


7 

332.0 

308.1 

324.0 

321.37 

3.8 



BC TABLE 20 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 
5 rats per pool 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027333 
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SUBREPORT P 0500/3057 


GD91 


( , 

(R) B 1 


PS 





: ^ 


n 




\ / 




GROUP 

STATISTICAL ACID PHOSPHATASE ACTIVITY (fU/Tj^E6 FLC) 

PARAMETER --- ' 

POOL ___-— 

1^^^2 3 4 

> 

5 

6 

7 


V 

' 3 

3 

3 

3 

3 

3 

3 

0-GR 

M ^ 

107.5JXT 

159.0 &r 

247./2/ 

310.0^ 

418.-2373 

353.-730 <P 

205.9>0 


SE 

55.3j>7 

1 08.H9C^ 

111.273/ 

242.J56/ 

231 

201 J3033 

-9-4tt08-2- S>.( 


RSD (0/0 )J 

89.1 

117.^5 


135.5 

96.0 

98.8 

79.9 


P 

3 

3 

z 

3 

3 

2- 

*3 

1-GR 

M ^ \ 

2V3.9 24*}—093- 

313.3-00- 

128.333-V- 

453.533 

194.710 

269.7-fKT 

379.i40?^ 


SE ' 

126.^27 

156.2J3<t 

- 

273.0-7-f./ 

114.718 

- 

138.830 


RSD (0/0) 

) 89.4 

86.4 

— 

104.3 

102.0 

— 

63.4 

2-GR 

y 

tor X ^ 

490./0 

558.0/ 

686.8/ 

399.3^ 

786.8/ 

586./7 

321.37V 



— 

— 

— 

— 

— 

— 

— 


RSi y tDytliy 









BC TABLE 21 

$£#^ACID PHOSPHATASE ACTIVITY, STATISTICAL PARAMETERS 


ffemarkfii Mr th e ni e aftO of 3 pools, —1—fr ripl icatc-defc e g ffr ima - fcion for - e a e h 


TCC&Z06Z0Z 

SoUrCe: https://www.industrydocuments.ucsf-.edu/docs/yndJOkQ,0Q. .* 



SUBREPORT P 0500/3057 


GD91 (R) 'i 


PS 


\o 


GROUP POOL STATISTICAL 

NO. PARAMETER 


ACID PHOSPHATASE (U/1E6 FLC) 

RATIO (a) 

EXPERIMENT 


1 

2 

3 

0.1 

5.1 

2.0 

0.4 

6.4 

„.1.5 

0.2 

- 

0.6 

0.8 

3.8 

1 .2 

0.6 

0.4 

0.5 

1.6 

- 

0.7 

4.4 

1 .6 

1 .9 

7 


7 

1.16 

3.46 

1.20 

0.57 

fcl.10 

0.24 

130.9 

"71.2 

hi 



r 

? - f<% 

- X/5 

X 

_ ' 

1.7 



0.5 

- 

- 

0.9 

- 

- 

0.8 

- 

- 

1 .3 


STATISTICAL PARAMETER 


M 

SE 

RSD 

(0/0) 

2.40 

1.46 

105.2 

2.77 

1.84 

115 .is 

0.40 

- 

- 

1.93 

0.94 

84.3 

0.50 

0.06 

20.0 

1.15 

- 

- 

2.63 

0.89 

58.4 

7 

is 

is 

1 .M// 



2 



1.5 

- 

- 

1.7 

- 

- 

0.5 

- 

~ 

0.9 

- 

- 

0.8 

- 

- 

1.3 

- 

- 

7 

_ 

— 

1.2^7 

- 

- 

- 

- 

- 


1-GR 


2-GR 


1 

2 

3 

4 

5 

6 

7 


1 

2 

3 

4 

5 

6 
7 


N 

M 

SE 

RSD (0/0) 


N 

M 

SE 

RSD (0/0) 



7 

1 . 

0.2/S'l 

‘Jt ■C 


BC TABLE 22 

RATIO OF ACID PHOSPHATASE ACTIVITY IN TREATMENT VERSUS CONTRO 

fBJL&J liSTZiZ-S. 

(a) treatment group versus control group 


L GROUP, RESUSPENSION MEDIUM 


SCC4.Z06ZOZ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


SUBREPORT P 0500/3057 GD91 (R) B4 PS 


GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OP MACROPHAGES (0/0) 

POOL — 

12 3 4 

5 

6 

7 

0-GR 

1 

98.5 

98.6 

99.2 

99.2 

98.9 

98.8 

99.4 


2 

99.2 

97.2 

98.4 

98.3 

96.5 

94.7 

96.4 


3 

96.6 

96.7 

97.3 

99.4 

94.9 

97.8 

98.3 

1-GR 

1 

23.8 

52.8 

43.3 

65.7 

39.0 

61.4 

80.5 


2 

28.7 

54.2 

30.3 

66.7 

23.2 

46.6 

66.9 


3 

28.5 

58.1 

28.7 

64.8 

27.9 

56.1 

79.4 

2-GR 

3 

86.5 

91.5 

68.7 

89.3 

77.4 

89.8 

97.5 


BC TABLE 23 

RELATIVE NUMBER OP MACROPHAGES,- LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


9CC4Z06Z0Z 



) 


Vo 


SUBREPORT P 0500/3057 GD91 (R) B5 PS 


ter) 

GROUP STATISTICAL ACIIL^HDSmATA&B-AeT-IVITY- (-u/1 0E6 .PLC ) 

PARAMETER 

POOL . 




1 

2 

3 

4 

5 

6 

7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

98.10 

97.50 

98.30 

98.97 

96.77 

97.10 

98.03 


SE 

0.78 

0.57 

0.55 

0.34 

1.16 

1.23 

0.88 


RSD (0/0) 

1.4 

1.0 

1.0 

0.6 

2.1 

2.2 

1.5 

1 —GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

27.00 

55.03 

34.10 

65.73 

30.03 

54.70 

75.60 


SE 

1.60 

1.59 

4.62 

0.55 

4.68 

4.33 

4.36 


RSD (0/0) 

10.3 

5.0 

23.5 

1.4 

27.0 

13.7 * 

10.0 

2-GR 

X c r*) 

86.5 

91 .5 

68.7 

89.3 

77.4 

89.8 

97.5 


BC TABLE 24 

RELATIVE NUMBER OF MACROPHAGES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETERS 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


&EC&ZOGZOZ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GD91 (R) B6 PS 


GROUP 

EXPERIMENT 

NO* 

RELATIVE NUMBER OF MACROPHAGES (0/0) 

POOL 

1 2 1 and 2 3 4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

1 


99.2 

99.8 

99.6 

96.7 

97.3 

97.1 

97.0 

98.8 

97.5 

97*6 


2 


97.8 

99.4 

98.8 

98.6 

99.4 

99.2 

98.9 

98.3 

98*3 

98.4 


3 


97.5 

99.3 

98.2 

97.4 

99.6 

99.3 

96.4 

99.1 

98*9 

98.5 

1-GR 

1 


41.3 

79.5 

67.7 

37.1 

72*1 

53.1 

45.4 

74.0 

92.3 

76.1 


2 


32*1 

56.4 

43*2 


59.8 

- 

26.2 

52.6 

65.7 

54.7 


3 


46.3 

52.0 

49.9 

37.2 

67*3 

55.2 

24.8 

45.7 

73*5 

53.8 

2-GR 

3 


93.8 

91.3 

92.2 

71.1 

90.3 

83.5 

72.0 

90.4 

92.4 

89.0 


BC TABLE 25 

RELATIVE NUMBER OF MACROPHAGES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 cells 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


8EC<U!06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP 

STATISTICAL 

PARAMETER 

MS® RELATIVE NUMBER OF MACROPHAGES 

POOL 

1 2 1 and 2 3 4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

98.17 

99.50 

98.87 

97.57 

98.77 

98.53 

97.43 

98.73 

98.23 

98.17 


SE 

0.52 

0.15 

0.41 

0.55 

0.74 

0.72 

0.75 

0.23 

0.41 

0.28 


RSD (0/0) 

0.9 

0.3 

0.7 

1.0 

1.3 

1.3 

1.3 

0.4 

0.7 

0.5 

1-GR 

N 

3 

3 

3 

JXZ, 

3 

2 

3 

3 

3 

3 


M (0/0) 

39.90 

62.63 

53.60 

37.15 

66.40 

54.15 

32.13 

57.43 

77.17 

61.53 


SE 

4.16 

8.53 

7.31 

- 

3.58 

- 

6.65 

8.52 

7.89 

7.29 


RSD (0/0) 

18.1 

23.6 

23.6 

“ 

9.3 

— 

35.8 

25.7 

17.7 

20.5 

2-GR 

x ( % ") 

93.8 

91.3 

92.2 

71.1 

90.3 

83.5 

72.0 

90.4 

92.4 

89.0 


BC TABLE 26 

RELATIVE NUMBER OP MACROPHAGES, RESUSPENSION MEDIUM, CTTOCENTRIFUGE PREPARATION, 

STATISTICAL PARAMETERS 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. _ 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


6EC2.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OF GRANULOCYTES (0/0) 

POOL _ 

12 3 4 

5 

6 

7 

0-GR 

1 

0.7 

0.2 

0.4 

0.0 

0.6 

0.6 

0.0 


2 

0.0 

0.0 

0.8 

0.4 

2.7 

3.8 

3.0 


3 

0.4 

1.5 

1.0 

0.0 

2.3 

1 . 2 

1.3 

1 —GR 

1 

75.0 

46.8 

56.0 

34.3 

60.5 

38.0 

19.5 


2 

71.0 

45.6 

69.2 

33.1 

76.8 

53.0 

33.0 


3 

70.5 

39.3 

69.5 

34.3 

71.1 

42.7 

19.7 

2—GR 

3 

12.7 

8.3 

30.8 

o 

o 

*— 

22.4 

9.8 

2.4 


BC TABLE 27 

RELATIVE NUMBER OF GRANULOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


0t?C£Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP STATISTICAL MEAN RELATIVE NUMBER OF GRANULOCYTES 
PARAMETER 

POOL 




1 

2 

3 

4 

5 

6 

7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0.37 

0.57 

0.73 

0.13 

1.87 

1.87 

1.43 


SE 

0.20 

0.47 

0.18 

0.13 

0.64 

0.98 

0.87 


RSD (0/0) 

95.8 

143.7 

41.7 

173.2 

59.7 

91 . 1 

105.0 

1 -GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

72.17 

43.90 

64.90 

33.90 

69.47 

44.57 

24.07 


SE 

1.42 

2.33 

4.45 

0.40 

4.78 

4.43 

4.47 


RSD (0/0) 

3.4 

9.2 

11.9 

2.0 

11.9 

17.2 

32. 1 

2-GR 

x C %) 

12.7 

8.3 

30.8 

10.0 

22.4 

9.8 

2.4 


BC TABLE 28 

•M'SJAH RELATIVE NUMBER OF GRANULOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETER 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


Tt'C2.Z0620Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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$1?.^ ^RELATIVE NUMBER OF; GRANULOCYTES (0/0.) 




POOL 


-v .. 


$S8$V ...- 

>: M^0-GR :• 1 
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^ • 3 
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1 

2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 

0.4 

0.0 

0.1 

1.3 

0.4 

0.7 

0.8 

0.0 

0.0 

0.3 

1.2 

0.2 

0.6 

1.0 

0.6 

0.7 

1.1 

1.7 

1.7 

1.6 

1.1 

0.2 

0.7 

0.9 

0.0 

0.1 

1.7 

0.6 

0.9 

0.9 

58.7 

20.5 

38.2 ••'■ 

62.9 

27.9 

46.9 

54.6 

26.0 

7.7 

23.9 

67.6 

.43.6 

56.6 

— - 

39.5 

- 

73.3 

47.2 

33.9 

44.9 

52.1 

47.0 

48.9 

61.9 

32.5 

44.4 

74.6 

53.7 

26.3 

45.8 

5.5 

8.5 

7.4 

28.3 

8.8 

15.7 

27.2 

9.1 

7.0 

10.4 
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"M^.BC TABLE 29 






.’/ 5 * 


^CRELA33VE NUMBER OF GRANULOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION 


. ;.J<. . 4 -S ’ 

wmm 


Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 
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Source: https://www.industrydocuments.uGsf.4du/docs/yndl0000 
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^GROUP 

•&tr- 

STATISTICAL 

PARAMETER 

ttBAN RELATIVE NUMBER OF GRANULOCYTES 

POOL 

1 2 1 and 2 3 4. 

3 and 4 

5 

6 

7 

5, 6 and 7 

><0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0.90 

0*13 

o.^v/ 

1.07 

0.33 

0.50 

1.20 

0.77 

0.87 

0.93 


SE 

0.25 

0.07 

0.^5-^ 

0.12 

0.18 

0.20 

0.26 

0.50 

0.49 

0.38 

1- ; 

RSD (0/0) 

48.4 

86.6 

JLO+rOV^ 

19.5 

91.7 

69.3 

38.2 

112.5 

98.1 

69.7 

rf^l-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (0/0) 

59.47 

37.03 

47.90 

62.4 D 

33.30 


67.50 

42.30 

22.63 

38.20 


SE 

4.49 

8.32 

5.34 

— 

3.37 

- 

6.46 

8.36 

7.78 

7.15 

"M. 

fK-2-GR 

/I/liS- 

RSD (0/0) 

13.1 

38.9 

19.3 

- 

17.5 

— 

16.6 

34.2 

59.6 

32.4 

x ( %) 

5.5 

8.5 

7.4 

28.3 

8.8 

15.7 

27.2 

9.1 

7.0 

10.4 


.¥t> 
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BC TABLE 30 


■MEM* RELATIVE NUMBER OF GRANULOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETERS 


Remarks: sun of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Bool 1 and 2, 3and4, 5, 6and7 represents the means of these pools weighted according 
to the number of cells per pool. . 
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M^GROOP/lrivEXPERIMENT RELATIVE NUMBER OF^LYMPHOCYTES (0/0). 


“5 


V’i ■■ 

Ss*a\i- 

r 


POOL 

1 



- f/v)0-GR 


«?$£sp 

-SsSea 


1 

2 

3 


0.7 

0.8 

3.0 


1.2 
2.8 
1.8 


0.4 

0.8 

1.7 


0.8 

1.3 

0.6 


0.6 

0.8 

2.7 


0.6 
1.5 
1.0 


0.6 

0.6 

0.4 


l§p-GR 


fi. ••; . 


1 

2 

3 


1.2 

0.4 

1.0 


0.4 

0.2 

2.6 


0.7 

0.6 

1.7 


0.0 

0.2 

1.0 


0.5 

0.0 

1.0 


0.6 

0.4 

1.2 


0.0 

0.2 

1.0 


pg/2-GR 

WPJ— 


0.8 


0.2 


0.5 


0.8 


0.2 


0.4 


0.1 


v/|s>BC TABLE 31 


^RELATIVE NUMBER OF LYMPHOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 


Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 
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Source: https://www.inCfiisffyd6cuments.ucsf.edu/docs/yncll0000 
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I^SRDOP 


STATISTICAL 

PARAMETER 


MEAN RELATIVE NUMBER 7 OF LYMPHOCYTES 




POOL 

1 


4 


■33 i‘ • 0-GR 


:.**!(*. V;'' 

• * - Oil 


■• •• 1 

;‘y> ■;,; 

-:• ■: 

SW/ 1 —GR 


i'^Lai<y ! r» 

SSJ-iTL# 
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4 V\V . - 
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BC TABLE 32 


K^AW^RELATIVE NUMBER OF LYMPHOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETERS 


Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 
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.Source} https://www.ir1dustrydocunnents.ucsf.edu/docs/yndl0000 



V; 


N 

3 

3 

3 

3 

3 

3 

3 




M (0/0) 

1*50 

1.93 

0.97 

0 * 90 

1.37 

1.03 

0.53 




SE 

0.75 

0.47 

0.38 

0.21 

0.67 

0.26 

0.07 



■- "* j 

RSD (0/0) 

86.7 

41.8 

68.9 

40.1 

84.8 

43.6 

21.7 


Hri- /I- 

•"’y: 

N 

3 

3 

3 

3 

3 

3 

3 


, j’ y 


M (0/0) 

0.87 

1.07 

1.00 

0.40 

0.50 

0.73 

0.40 




SE 

0.24 

0.77 

0.35 

0.31 

0.29 

0.24 

0.31 



,• .$/•■.. ':t 'y*’A 

RSD (0/0) 

48.0 

124.8 

60.8 

132.3 

100.0 

56.8 

132.3 




X C %) 

0.8 

0.2 

LO 

A 

o 

0.8 

O 

to 

0.4 

0.1 
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- 

jgKg^v 
■ ■ ’ ■ 






"!" v ” - ‘ > 

1 

2 V '/s 1 

l and 2 

3 

4 

3 and 4 

5 

6 

7 '' 

5 f 6 and 7-• :\... 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 ; ’ !' ; ■/*/;•• ’6 

M (0/0) 

0.93 

0.40 

0.67 

1.30 

0.90 

0.97 

1.37 

0.53 

0.90 

0.87 : : • 

;SE 

0.29 

0.12 

- 0.23 

0.46 

0.71 

0.63 

0.69 

0.35 

0.80 

0*63 . '-J;: r:fcv-- 

RSD (0/0) ; 

53.9 

50.0 

i 60.6 

61.1 

136.5 

113.5 

87.3 

114.6 

154.4 

126.6 ' j,S -,'M 

, . _ * •>! . 1.;^ T' 

•N . 

3 

3 : 

-.3/- 3 - 

2 

3 

2 

3 

' 3 . 

3 

O i'i VllV-1- 

/•• • : r • • h 

•M (0/0) 

0.67 

0.33 

0.50 

0.45 

0.30 

0.25 

0.40 

0.30 

0.20 

0.27 • ?;v.¥ 

L;.SE . 

0.52 

0.33 

: 0.40 

— 

0.21 

- 

0.20 

0.21 

0.12 

r 0.13 > 

RSD (0/0) 

136.1 

173.2 

’ 140.0 

— 

120.2 

— 

86.6 

120.2 

100 

86.6 : 

x L %) 

0.8 

0.2 

0.4 

0.6 

0.9 

0.8 

0.8 

0.6 

0.6 

0.6 
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J4EaH. RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUQE PREPARATION, 
STATISTICAL PARAMETERS 


Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and* 7 represents the means of these pools weighted according 
to the number of cells per pool. 
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GROUP 

EXPERIMENT NUMBER OF MACROPHAGES /RAT ■(■1E6f 
NO. 

POOL 

f 

1 2 1 and 2 3 

4 3 and 

J 

4 

5 

6 

7 

5, 6 7 

0-GR 

1 

0.59 

1.00 

1.59 

0.77 

1.45 

2.22 


1.21 

0.65 

1.24 

3.10 


2 

0.66 

1.11 

1.77 

0.77 

1.90 

2.67 


0.67 

1.00 

1.90 

3.57 


3 

0.45 

0.31 

0.76 

0.23 

1.28 

1.51 


0.53 

1.01 

1.71 

3.25 

1-GR 

1 

0.31 

0.69 

1.00 

0.70 

1.15 

1.85 


0.50 

0.77 

2.04 

3.31 


2 

0.44 

0.65 

1.09 

0.54 

1.71 

2.25 


0.17 

0.38 

1.20 

1.75 


3 

0.29 

0.54 

0.83 

0.62 

1.66 

2.28 


0.40 

0.79 

2.26 

3.45 

2-GR 

3 

0.16 

0.28 

0.44 

0.79 

1.83 

2.62 


0.25 

0.71 

1.31 

2.27 


BC TABLE 35 _ 

- REIATIV E NUMBER OP MACROPHAGES PER RAT, RESUSPENSION MEDIUM, HEMOCYTCMETER 
Remarks: macrophages counted after centrifugation and resuspension 


8t’C4206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GROUP 

STATISTICAL f«SN NUMBER OF 1 
PARAMETER 

POOL 

1 2 

yiACROPHAGES/3WAfia3£) 

t 

1 and - 2 3 4 

■t 

3 and- 4 

5 

6 

7 

5, 6 assd 7 

O-GR 

N 3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M k&ff)-) 0.567 

0*807 

1.373 

0.590 

1.543 

2.133 

0.803 

0.887 

1.617 

3.307 


SE 0.062 

0.250 

0.311 

0.180 

0.185 

0.338 

0.207 

0.118 

0.196 

0.139 


RSD (0/0) 18.9 

53.8 

39.2 

52.8 

20.8 

21A 

44.7 

23.1 

21.0 

7.3 

1-GR 

N / ''/tFG/B'tr) 3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M 0.347 

0.627 

0.973 

0.620 

1.507 

2.127 

0.357 

0.647 

1.833 

2.837 


SE 0.047 

0.045 

0.076 

0.046 

0*179 

0.139 

0.098 

0.134 

0.323 

0.545 


RSD (0/0) 23.5 

12.4 

13.6 

12.9 

20.6 

11.3 

47.4 

35.7 

30.5 

33.3 

2-GR 

x 0.16 

0.28 

0.44 

0.79 

1.83 

2.62 

0.25 

0.71 

1.31 

2.27 


BG TABLE 36 

MEAN NUMBER OF MACROPHAGES PER RAT, RESUSPENSION MEDIUM, HEMOC2TCMETER, STATISTICAL PARAMETERS 
Remarks: macrophages counted after centrifugation and resuspension 


6t’C4,Z06Z02 


Source: https://www.industrydocuments.ucsf.edU/ .L s/yndlOOOO 
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f/7E3//?vrJ 




GROUP EXPERIMENT NUMBER OF MftGRQPHAGES/RAT ■■ (IBfo 




NO. 





POOL 




5, 6 7 

1 2 1 afe 2 3 

4 3 aife 4 5 

6 

7 


0-GR 

1 

2 

0 

2 

11 

6 

17 

10 

0 

0 

10 

2 

8 

2 

10 

8 

11 

19 

8 

18 

33 

59 


3 

5 

1 

6 

2 

0 

2 

9 

6 

16 

31 

1-GR 

1 

440 

178 

618 

1189 

446 

1635 

60/3 

271 

171 

1045 

2 

927 

503 

1430 

— 

1130 

- 

476 

341 

619 

1437 


3 

326 

489 

815 

1033 

803 

1836 

1205 

928 

809 

2942 

2-GR 

3 

9 

26 

36 

314 

178 

492 

94 

71 

99 

265 


BC TABLE 37 

NUMBER OF GRANULOCYTES PER RAT, RESUSPENSION MEDIUM, CYTOCENTRIFUC2: PREPARATION 

Remarks: absolute number of granulocytes calculated on the basis of absolute and relative number 
of macrophages 


0SC4Z0620Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GROUP 

STATISTICAL mm NUMBER OF ( 
PARAMETER 

POOL 

1 2 

SRANULOCra 

1 a&dr 2 

3 

m) 

4 

3 and-4 

5 

6 

7 

5, 6 affci- 7 

0-GR 

N , , 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (A 

5.0 

1.0 

6.0 

7.0 

5.7 

12.7 

9.0 

8.0 

16.3 

33.3 


SE 

1.7 

0.6 

2.3 

2.6 

3.2 

5.4 

0.6 

5.3 

9.5 

14.2 


RSD (0/0) 

60.0 

100.0 

66.7 

65.5 

97.2 

73.4 

11.1 

114.6 

101.0 

73.7 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M 6^3/^77 564.3 

390.0 

954.3 

1111.0 

793.0 

1735.5 

760v341 

513.3 

533.0 

1808.0 


SE 7 184.3 

106.1 

244.5 

- 

197.5 

- 

225*2 U 

208.3 

189.1 

578.2 


RSD (0/0) 

56.6 

47.1 

44.4 

- 

43.1 

- 

51 .'5 2/ 

70.3 

61.5 

55.4 

2-GR 


9 

26 

36 

314 

178 

492 

94 

71 

99 

265 


BC TABLE 38 

^&«RNUMBER OF GRANUL0CY2TES PER RAT, RESUSPENSION MEDIUM, CfTOCENTRIFUGE PREPARATION, STATISTICAL PARAMETERS 

Remarks: absolute number of granulocytes calculated on the basis of absolute and relative number 
of macrophages 


TSC6Z06Z0Z 


Source: https://www.industrydocument! csf.edu/docs/ynd!0000 
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GROUP 

EXPERIMENT 

NO. 

VIABILITY (0/0) 

POOL 

1 2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5 f 6 and 7 

0-GR 

1 

93.8 

96.5 

95.5 

98.3 

99.8 

99.3 

98.4 

99.8 

99.8 

99.3 


2 

98.7 

98*8 

98.8 

99.4 

100.0 

99.8 

98.4 

99.4 

99.6 

99.3 


3 

98.5 

97.8 

98.2 

99.2 

99.8 

99.7 

98.3 

99.6 

99.6 

99.4 

1-GR 

1 

93.7 

96.7 

95.8 

98.5 

99.1 

98.9 

97.0 

99.2 

98.6 

98.5 


2 

97*9 

95.9 

96.7 

98.8 

99.4 

99.3 

97.4 

99.2 

99.4 

99.2 


3 

96.2 

96.6 

96.5 

98.8 

97.1 

97.6 

98.7 

98.6 

98.9 

98.8 

2-GR 

3 

96.5 

96.9 

96.8 

98.6 

98.9 

98.8 

97.3 

99.0 

98.7 

98.6 


BC TABLE 39 

VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM 

Remarks: trypan blue method, approx. 500 macrophages counted in hemocytometer 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


ZSC&Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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\ u 


GROUP 

STATISTICAL 

PARAMETER 

mean VIABILITY 

POOL 

1 2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5 , 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

97.00 

97.70 

97.50 

98.97 

99.87 

99.60 

98.37 

99.60 

99.67 

99.33 


SE 

1.60 

0.67 

1.01 

0.34 

0.07 

0.15 

0.03 

0.12 

0.07 

0.03 


RSD (0/0) 

2.9 

1.2 

1.80 

0.6 

0.1 

0.3 

0.1 

0.2 

0.1 

0.1 

1-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

95*93 

96.40 

96.33 

98.70 

98.53 

98.60 

97.70 

99.00 

98.97 

98.83 


SE 

1.22 

0.25 

0.27 

0.10 

0.72 

0.51 

0.51 

0.20 

0.23 

0.20 


RSD (0/0) 

2*2 

0.5 

0.5 

0.2 

1.3 

0.9 

0.9 

0.3 

0.4 

0.4 

2-GR 

x ( fyfa J 

96.5 

96.9 

96.8 

98.6 

98.9 

98.8 

97.3 

99.0 

98.7 

98.6 


BC TABLE 40 

Jg&m- VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: trypan blue method, approx. 500 macrophages counted in hemocytometer 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


e£C4Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yncll0000 
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/ 


GROUP 

EXPERIMENT 

NO. 

numbe: 

POOL 

1 

R OF NCNVTABLE MACROPHAGES, 

Mr 

2 1 aneh 2 3 



/' /?#-—) 

5 6 

7 

5, 6 and 7 

4 

3 aife 4 

0-GR 

1 

37 

35 

72 

13 

3 

16 

19 

1 

2 

222 / 


2 

9 

13 

iXZZ 

5 

0 

5 

11 

6 

8 



3 

7 

7 

14 

2 

3 

W 

9 

4 

7 

20 

1-GR 

1 

20 

23 

42 

ii 

10 


15 

6 

29 

50 


2 

9 

27 

36 

6 

10 

16V/ 

4 

3 

7 



3 

11 

18 

29 

7 

48 

55^ 

5 

ii 

25 

41 

2-GR 

3 

6 

9 

14 

11 

20 

31 

7 

7 

17 



BC TABLE 41 

NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM 

Remarks: absolute number of nonviable macrophages calculated on the basis of viability and absolute 
number of macrophages 


t'S&'.ZOSZoz 

Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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/ Y v - 


GROUP STATISTICAL MBAN NUMBER OF NONVIABLE MACROPHAGES/gfF" (dE3f“ 
PARAMETER 



POOL 

1 

2 

1 2 

3 

4 

3 aad 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


m .1 

SE ' 9.7 

18.3 

8.5 

3&313i-0 

18.X-/ 

6.7 

3.3 

2.0 

1.0 

8.7-? 

3.7/ 

13.0 

3.1 

3.7 

1.5 

5.7 

1.9 

22.3 

1.0Z 


RSD (0/0) 94.9 

80.4 


85.3 

86.6 

323373.3 

40.7 

68.6 

56.7 

\X33 3,3 

1-GR 

N 3 

3 

3 

3 

3 

3 ' 

3 

3 

3 

3 


M ( si E-3/f £/?r) 13.3 

SE 3.4 

22.7 

35.7 

8.0 

22.7 

30c3 

8.0 

6.7 

20.3 

35. 0J 


2.6 

3.8 

1.5 

12.7 

12.4 

3.5 

2.3 

6.8 

io./r 


RSD (0/0) 44.0 

19.9 

18.2 

33.1 

96.8 

JS33I (iS 

76.0 

60.6 

57.6 

£3r5'S/f. V 

2-GR 

x (JE3)j?/ar) 6 

9 

14 

11 

20 

31 

7 

7 

17 

3>%34 


BC TABLE 42 r — 

mm. NU MBER OF NONVTABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: absolute number of nonviable macrophages calculated on the basis of viability and absolute 
number of macrophages 


S SC4206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GROUP 

EXPERIMENT RELATIVE NUMBER OF MULTINUCLEATED MACROPHAGES (0/0] 
NO. 

POOL 

1 2 1 and 2 3 4 3 and 4 

1 

5 

6 

7 

5 f 6 and 7 

0~GR 

1 

1.17 

1.56 

1.42 

0.60 

1.40 

1.12 

0.61 

1.18 

1.21 

0.97 


2 

1.02 

0.96 

0.98 

0.82 

- 

- 

0.96 

1.38 

1.57 

1.40 


3 

0.49 

2.98 

1.51 

0.56 

0.75 

0.72 

0.39 

1.33 

1.13 

1.07 

1-GR 

1 

2.30 

6.19 

4.98 

7.53 

4.65 

5.74 

6.28 

4.43 

7.16 

6.39 


2 

5.13 

3.77 

4.32 

- 

3.36 


4.28 

4.14 

5.65 

5.19 


3 

2.96 

7.22 

5.73 

7.23 

7.72 

7.59 

6.36 

2.50 

2.18 

2.74 

2-GR 

3 

3.01 

2.91 

2.95 

2.24 

3.51 

3.13 

1.35 

1.85 

2.59 

2.22 


BC TABLE 43 

RELATIVE NUMBER OF MCJLTINUCLEATED MACROPHAGES- RESUSPENSION MEDIUM.- CYTOCENTRIFUGE PREPARATION 

Remarks: Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


9SC2.Z06Z0Z 


Source: https ://www.industrydocuments.ucsf*edu/docs/yndlOOOO. ■ 
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PS 


GROUP 

STATISTICAL 

PARAMETER 

ffflSN RELATIVE NUMBER OF MULTINUCLEATED MACROPHAGES 

POOL 

1 2 1 and 23 4 3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

2 

2 

3 

3 

3 

3 


M (0/0) 

0.89/ 

1.83/ 

1.30/ 

0 .66/ 

1.0^5/ 

0.92/ 

0.65/ 

1 .293-JO 

1.30/ 

1.1.47X 


SE 

0.2p$7 

ja +599M0 

0.16< 

0.08/ 

- 

- 

0.1jS6? 

0.06/ 

0.1/57 

0.13/ 


RSD (0/0) 

40.0 

56.6 

21.8 

21.2 


— 

44.0 

8.0 

18.0 

19.6 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (0/0) 

3.46/ 


5.01/ 

7.38/ 

5.24/ 

6.650-7 

5.64/ 

3.69/ 

4^99 Ts.no 4.77/ 


SE 

0.85/ 

1 .02/ 

O.407J 

- 

1.29/ 

- 

0 .68/ 

0.60/ 

1.47/T 

1.074T 


RSD (0/0) 

42.8 

30.9 

14.1 

- 

42.7 

— 

20.9 

28.2 

51.1 

39.0 

2-GR 

x C%) 

3.01 

2.91 

2.95 

2.24 

3.51 

3.13 

1.35 

1.85 

2.59 

2.22 


BC TABLE 44 . _ 

RELATIVE NUMBER OF MUIffINUCLEATED MACROPHAGES , HESU8PEN3IGN MEDIUM , CYTCCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETER 

Remarks: Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GROUP EXPERIMENT NUMBER OF MUITINUCLEATED MACROPHAGES/SffiBS^JET) 3 / /? fr Tj 

NO. 




POOL 

1 

2 

+■ 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 


5, 6 aad- 

0-GR 

1 

6.9 

15.6 

22.5 

4.6 

20.3 

24.9 

7.4 

7.6 

15.0 


30.0 




(2.0) 

(a) 










2 

6.7 

10.6 

17.4 

6.3 

- 

- 

6.4 

13.8 

29.7 


49.9 


3 

2.2 

9.2 

11.4 

1.3 

9.6 

10.9 

2.1 

13.4 

(-2re) (a) 

19.3 


34.8 














1-GR 

1 

7.1 

42.7 

49.8 

52.7 

53.5 

106.2 

31.4 

34.1 

146.0 

(a) 

211.5 




(7.5) 

(a) 




(4.2) 



2 

22.6 

24.5 

47.1 

- 

57.5 

- 

7.3 

15.7 

67.7 

(3.2) 

(a) 

90.7 


3 

8.6 

39.0 

47.6 

44.8 

128.1 

172.9 

25.4 

19.8 

49.3 

(a) 

94.5 









(4.9) 


2-GR 

3 

4.8 

8.1 

13.0 

17.7 

64.3 

82.0 

3.4 

13.1 

34.0 


50.4 








(0.7) 

(a) 





BC TABLE 45 

NUMBER OF MULTINUCLEATED MACROPHAGES, RESUSPENSICN MEDIUM 

Remarks: absolute nunber of multinucleated macrophages calculated from differential counts and absolute 
macrophage nunber 

(a) number of macrophages with .GT.2 nuclei 


8SC6Z06Z0Z 


Source:.https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP 

STATISTICAL 

PARAMETER 

mm NUMBER OF MULTINUCLEATED MACROPHAGES 

POOL + 

1 2 1 and- 2 3 4 

(-»ar 

3 a«l 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

2 

2 

3 

3 

3 

3 


M (JctfjZpfZ 

5.27 

11.80 

17.10 

4,07 

iSs-e 

17.9# 

5.30 

11.60 

21.33 

38.23 


SE 

1.53 

1.94 

3,21 

1.47 


- 

1.63 

2.00 

4.36 

6.00 


RSD (0/0) 

50,5 

28.5 

32.5 

62.5 

— 

- 

53.1 

29,9 

35.4 

27.2 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (sl£3>) 

12.77 

35,40 

48.17 

48.#*' 

79.70 

139.jfoT 

21.37 

23.20 

87.67 

132.23 


SE 

4.94 

5.55 

0,83 

- 

24.23 

- 

7.24 

5.58 

29.65 

39.65 


RSD (0/0) 

67.0 

27.2 

3.0 

- 

52.7 

- 

58.7 

41.6 

58.6 

51.9 

2-GR 

x (sf £5 ) 

4.8 

8.1 

13.0 

17.7 

64.3 

82,0 

3.4 

13.1 

34.0 

50.4 


BC TABLE 46 

MEAN NUMBER OF MOLTINUCLEATED MACROPHAGES, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: absolute number of multinucleated macrophages calculated from differential counts and absolute 
macrophage number 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GDI 03 (R) a1 WS 

( 



\J~ y ' ' 

GROUP STATISTICAL 

PARAMETER 

MEAN MACROPHAGE AREA (-um-2-)- 

P00L 0 ^c( 

3 4 ' 3-ANO-4 

5 

6 

7 

Ct’-i.cL 

5, 6 AND-7 


0-GR 

N / Z.) 

107 

133 


94 

187 

188 



M (/*** / 

204 

211 

210 

232 

214 

227 

224 


SE 

6 

5 


5 

4 

5 



RSD (0/0) 

28.7 

28.3 


22.8 

26.4 

30.6 


1 —GR 

N 2) 

88 

77 


99 

164 

134 



M (/ 

335 

376 

365 

306 

274 

267 

273 


SE 

13 

15 


13 

9 

8 



RSD (0/0) 

37.2 

35.8 


43.1 

42.3 

34.2 


2-GR 

N ?) 

100 

90 


81 

68 

81 



M ( / 

242 

267 

259 

201 

262 

297 

275 


SE 

8 

10 


8 

12 

1 0 



RSD (0/0) 

34.4 

35.2 


37.3 

37.2 

31.1 



tfC TAiiLE 47 

MEAN MACROPHAGE AREA, RESUSPKNSION MEDIUM , STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


09C4206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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SUBREPORT 

P 0500/3057 

GDI 03 

(R) A2 

ws 




• 





GROUP 

POOL 

DISTRIBUTION OF MACROPHAGES 

AREA CLASS 

0 12 3 

(0/0) 

4 

5 

6 

7 

8 

9 

10 

11 

O-GR 

3 

0.0 

0.0 

1.9 

1.9 

24.3 

37.4 

28*0 

6.5 

0.0 

0.0 

0.0 

0.0 


4 

0.0 

0.0 

0.0 

2.3 

18.8 

45.9 

24.8 

6.8 

1.5 

0.0 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

0.0 

8.5 

42.6 

38.3 

9.6 

1 . 1 

0.0 

0.0 

0.0 


6 

0.0 

0.0 

0.0 

0.5 

19.8 

42.2 

29.4 

7.5 

0.5 

0.0 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

1.6 

15.4 

35.6 

33.0 

12.2 

1.6 

0.5 

0.0 

0.0 

1-GR 

3 

0.0 

0.0 

0.0 

1.1 

3.4 

12.5 

26.1 

38.6 

10.2 

6.8 

1 .1 

0.0 


4 

0.0 

0.0 

0.0 

0.0 

5.2 

5.2 

23.4 

26.0 

27.3 

13.0 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

1.0 

5.1 

24.2 

28.3 

24.2 

11.1 

5. 1 

1.0 

0.0 


6 

0.0 

0.0 

1.2 

4.9 

4.9 

29.9 

26.2 

21.3 

9.8 

1.8 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

1.5 

8.2 

23.9 

41.8 

15.7 

9.0 

0.0 

0.0 

0.0 

2-GR 

3 

0.0 

0.0 

0.0 

3.0 

15.0 

31.0 

29.0 

19.0 

3.0 

0.0 

0.0 

0.0 


4 

0.0 

0.0 

0.0 

2.2 

12.2 

20.0 

33.3 

25.6 

5.6 

1 . 1 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

9.9 

23.5 

42.0 

16.0 

4.9 

3.7 

0.0 

0.0 

0.0 


6 

0.0 

0.0 

0.0 

4.4 

5.9 

27.9 

33.8 

20.6 

5.9 

1 .5 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

0.0 

2.5 

19.8 

38.3 

29.6 

8.6 

1 .2 

0.0 

0.0 


BC TABLE 48 

RELATIVE DISTRIBUTION OP MACROPHAGES ACCORDING TO AREA 

Remarks: £for number of cells per determination ^see BC TABLE ) classification on the basis of 

/ 10 equal steps on logarithmic scale 
range: 50 to 1000 um2 
classes 0 and 11 out of range 




Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A3 W!i 


GROUP 

STATISTICAL 

M-&AN 

NUCLEUS AREA 

(■um27 






PARAMETER 

POOL 





ctuX-tL 

CUxC$ 



3 

4 

3 AND 4 

5 

6 

7 

5, 6 AND 7 

0-GR 

N , 

M ( Ay VVw, J 

SE 7 

107 

134 


95 

192 

192 



60.6 

1.1 

64.7 

0.8 

64.1 

64.7 

1.0 

64.7 

0.8 

65.7 

0.7 

65.2 


RSD (0/0) 

19.0 

14.7 


15.2 

17.6 

15. 1 


1 -GR 

N . 

M (/ium y 

94 

78 


103 

171 

136 



62.2 

68.2 

66.6 

60.7 

58.1 

60.8 

60.2 


SE 7 

1.3 

1.3 


1.2 

1.0 

1.2 



RSD (0/0) 

20.3 

17.2 


19.6 

23.2 

23.5 


2-GR 

N 

M ( yt^rr\ ? ) 

SE X 

100 

90 


84 

69 

81 



61.8 

1.4 

66.2 

1.2 

64.9 

60.5 

1.3 

63.6 

1.3 

70.7 

1.2 

67.4 


RSD (0/0) 

22.7 

17.6 


19.1 

16.8 

JO .-7" 









__ 



BC TABLE 49 - 

MEAN NUCLEUS AREA, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


Z9E&Z0GZ0Z 

Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000. 



SUBREPORT P 0500/3057 GD103 (R) A4 WS 




GROUP POOL DISTRIBUTION OF NUCLEI (0/0) 




AREA 

0 

CLASS 

1 

2 

3 

4 

0-GR 

3 

0.0 

0.9 

3.7 

10.3 

27.1 


4 

0.0 

0.7 

0.7 

1.5 

20.1 


5 

0.0 

0.0 

0.0 

5. 3 

16.8 


6 

1.0 

0.0 

0.5 

4. 7 

21.9 


7 

0.0 

0.5 

0.0 

2. 1 

18.8 

1-GR 

3 

0.0 

0.0 

8.5 

8.5 

21.3 


4 

0.0 

0.0 

0.0 

2.6 

15.4 


5 

0.0 

3.9 

3.9 

9.7 

24.3 


6 

1.2 

2.3 

13.5 

14.6 

17.5 


7 

1.5 

2.2 

5.1 

16.2 

15.4 

2-GR 

3 

0.0 

3.0 

7.0 

10.0 

19.0 


4 

0.0 

0.0 

2.2 

8.9 

15.6 


5 

0.0 

0.0 

6.0 

16.7 

21.4 


6 

0.0 

1.4 

0.0 

11.6 

18.8 


7 

0.0 

0.0 

0.0 

2.5 

11.1 


5 

6 

7 

8 

9 

10 

1 1 

33.6 

13. 1 

5.6 

3.7 

0.0 

0.0 

1.9 

31.3 

28.4 

9.7 

5.2 

0.7 

0.7 

0.7 

32.6 

30.5 

8.4 

2. 1 

1 . 1 

3.2 

0.0 

25.0 

28. 1 

13.0 

1.6 

1.0 

1.6 

1 .6 

28.1 

32.8 

11.5 

2.6 

1.0 

1.6 

1.0 

22.3 

19.1 

9.6 

7.4 

2.1 

0.0 

1.1 

29.5 

19.2 

14.1 

10.3 

5.1 

2.6 

1.3 

24.3 

16.5 

13.6 

1.9 

1.0 

1.0 

0.0 

24.6 

13.5 

5.8 

5.3 

1.2 

0.0 

0.6 

25.7 

16.9 

9.6 

3.7 

0.7 

2. 2 

0.7 

20.0 

22.0 

10.0 

4.0 

3.0 

0.0 

2.0 

20.0 

24.4 

17.8 

3.3 

6.7 

1 . 1 

0.0 

28.6 

9.5 

9.5 

4.8 

3.6 

0.0 

0.0 

20.3 

26. 1 

15.9 

5.8 

0.0 

0.0 

0.0 

16.0 

25.9 

24.7 

12.3 

4.9 

1.2 

1.2 


BC TABLE 50 

RELATIVE DISTRIBUTION OF NUCLEI ACCORDING TO AREA 

Remarks: (for number of cells per determination -Jsee bc TABLE %*) classification on the basis of 
/ 10 equal steps on logarithmic scale 
/ range: 30 to 100 um2 
/ classes 0 and 11 out of range 


C9E4.Z06Z02 


Source: https://www.industrydocuments.ucsf.edU/d cs/yndlOOOO 



SUBREPORT P 0500/3057 GDI 03 (R) A5 WS 


GROUP STATISTICAL MEAN- VACUOLE AREA (-u»n3-)- 

PARAMETER 





POOL 

3 

4 

CLL^.C'1 

3 AND- 4 

5 

6 

7 

5, 6 

0-GR 

N 


172 

321 


384 

653 

396 



M 

0.73 

0.59 

0*61 

0.67 

0.74 

0*91 

0.82 


SE 


0.09 

0.03 


0.03 

0.03 

0.1 1 



RSD 

(0/0) 

163.2 

94.3 



110.7 

230.7 


1-GR 

N 

r i \ 

392 

646 


997 

1228 

615 



M 

yiuYVX^J 

3.35 

1.78 

2*21 

2.51 

2.51 


2.29 


SE 


0.24 

0.12 


0.32 

0.24 

0* 1 6 



RSD 

(0/0) 

141.8 

167.3 


401.7 

330.8 

181.1 


2-GR 

N 

y \ 

553 

524 


315 

391 

488 



M 


0.99 

1.04 

1.02 

1.18 

0.90 

0*97 

0.97 


SE 

0.12 

0.07 


0.1 0 

0.10 

0*06 



RSD 

(0/0) 

275.4 

161.5 


155.0 

213.5 

136*5 



BC TABLE 51 - 

MEAN VACUOLE AREA, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


V9E&Z0GZGZ 


ANB 7 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 




I 


l 

\ 


SUBREPORT P 0500/3057 

GDI 03 (R) A6 WS 




. ■ 

GROUP STATISTICAL 

PARAMETER 

mMl VACUOLE 

POOL 

3 4 

RACiZc?MO>t 

AREA PER /5BE£ (^0 ) 

cu 

3 AND 4 5 

6 

7 

5, 6 ANB-7 


0-GR 

N V 

172 

321 

- 

384 

653 

396 



M C ) 

0.53 

0.63 

0.61 

1.08 

1.13 

0.67 

0.88 


SE 

- 


- 

- 


- 



RSD (0/0) 

— 

— 

— 

— 

— 

— 


1-GR 

N 

392 

646 

— 

997 

1228 

615 



M (%) 

4*01 

3.74 

3.81 

6.36 

5.72 

3.21 

4.1 5 


SE 

- 

- 

— 

- 

- 

- 



RSD (0/0) 

— 

- 

— 


- 

- 


2-GR 

N 

553 

524 

— 

315 

391 

488 



M (%) 

1*97 

1.96 

1.96 

2.14 

1*69 

1.73 

1.76 


SE 

- 

- 

— 

- 

- 

- 



RSD (0/0) 


— 


” 

“* 

— 



BC TABLE 5 2 


tlACHo'PHA&e 

MEAN VACUOLE AREA PER/£&cC r RESUSPENSION MEDIUM 


, statistical parameters 


Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


S9C4Z06Z02 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 




SUBREPORT P 0500/30 57 GDI 03 (R) A7 Wti 




GROUP POOL DISTRIBUTION OF VACUOLES (0/0) 


AREA CLASS 




0 

1 

2 

3 

4 

5 

6 

7 

8 

9 

10 

11 

0-GR 

3 

0.0 

6.4 

29.7 

37.8 

14.5 

7.0 

2.9 

0.6 

1.2 

0.0 

0.0 

0.0 


4 

0.0 

1.9 

25.2 

47.0 

20.2 

2.5 

2.8 

0.3 

0.0 

0.0 

0.0 

0.0 


5 

0.0 

7.6 

25.8 

‘30.2 

24.5 

9.4 

2.3 

0.3 

0.0 

0.0 

0.0 

0.0 


6 

0.0 

2.1 

23.3 

39.1 

21.3 

10.7 

2.9 

0.5 

0.2 

0.0 

0.0 

0.0 


7 

0.0 

0.3 

15.4 

41.9 

25.0 

13.1 

3.0 

0.8 

0.3 

0.0 

0.3 

0.0 

1-GR 

3 

0.0 

0.3 

3.3 

13.5 

23.0 

24.5 

13.3 

9.7 

8.4 

3.3 

0.8 

0.0 


4 

0.0 

0.5 

13.5 

29.7 

23.5 

14.7 

8.8 

4.3 

3.9 

1.1 

0.0 

0.0 


5 

0.0 

0.6 

9.7 

25.8 

24.6 

17.9 

10.0 

6.0 

3.7 

0.7 

0.7 

0.3 


6 

0.0 

0.5 

7.0 

20.8 

24.8 

22.5 

11.4 

7.8 

3.3 

1.3 

0.5 

0.2 


7 

0.0 

0.2 

7.8 

21.1 

25.7 

22.9 

11.1 

6.2 

2.8 

1.8 

0.5 

0.0 

2-GR 

3 

0.0 

1.4 

21.3 

37.4 

25.0 

9.2 

3.4 

1.4 

0.2 

0.2 

0.2 

0.2 


4 

0.0 

3.4 

21.4 

25.6 

26.9 

14.5 

5.5 

1.7 

0.6 

0.4 

0.0 

0.0 


5 

0.0 

1.3 

16.5 

34.| 

19.0 

18.1 

6.7 

2.5 

1.0 

0.6 

0.0 

0.0 


6 

0.0 

3.6 

19.2 

3 5.a 

23.8 

13.3 

3.6 

0.0 

0.5 

0.0 

0.3 

0.0 


7 

0.0 

2.9 

16.0 

35.5 

25.4 

12.7 

5.7 

1.2 

0.4 

0.2 

0.0 

0.0 


BC TABLE 53 

DISTRIBUTION OF VACUOLES ACCORDING TO SIZE 

Remarks: (for number of cells per determination fsee BC TABLE f?) classification on the basis of 
y 10 equal steps on logarithmic scale 
/ range: 0.1 to 50 um2 
( classes 0 and 11 out of range 

V ~-7' 


99C4206202 


Source: https://www.industrydocuments.ucsf.edu/d6cs/yndl0000 



E 


' ( 

SUBREPORT P 0500/3057 GDI 03 (R) A8 WS ^ 


GROUP POOL EXP. VIABILITY 

NO. 

NUMBER OP MACROPHAGES 


VIABLE INTERMEDIATE (a) NONVIABLE TOTAL 




ABS. 

REL. (b) 

(0/0) 

ABS. 

REL. (b) 

(0/0) 

ABS. 

REL. (b) 

(0/0) 


0-GR 1 

i 

4589 

51.1 

2297 

25.6 

2096 

23.3 

8982 


3 

32880 

90.5 

1406 

3.9 

2037 

5.6 

36323 

2 

1 

5957 

36.9 

7751 

48.1 

2417 

15.0 

16125 


3 

18044 

91.2 

650 

3.3 

1093 

5.5 

19787 

3 

1 

6242 

95.7 

71 

1.1 

212 

3.2 

6525 


3 

19354 

96.5 

314 

1.6 

398 

2.0 

20066 

4 

1 

12915 

92.9 

209 

1.5 

779 

5.6 

13903 


3 

22216 

95.0 

488 

2.1 

686 

2.9 

23390 

5 

1 

2559 

89.5 

113 

4.0 

186 

6.5 

2858 


3 

21998 

96.8 

285 

1.3 

438 

1.9 

22721 


BC TABLE 54 (fJ&Uli H 0 JsJ£/ 

VIABILITY OF MACROPHAGES DETERMINED BY FCM, INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 19400 to 67400 
no data from experiment 2 due to laser failure 


(a) for explanation see ... 

(b) to total 

6SE&Z0GZ0Z 

Durce: https://www.industrydocuments.ucsf.edu/docs/yndJ0000 



SUBREPORT P 0500/3057 GDI 03 (R) A9 WS 




GROUP 

POOL 

EXP. 

NO. 

VIABILITY 

NUMBER OF MACROPHAGES 

VIABLE 

ABS. REL. (b) 

(0/0) 

INTERMEDIATE (a) 

ABS. REL. (b) 

(0/0) 

NONVIABLE 

ABS. REL. (b) 

(0/0) 

TOTAL 

0-GR 

6 

i 

10208 

92.8 

279 

2.5 

513 

4.7 

1 1000 



3 

15769 

93.1 

503 

3.0 

672 

4.0 

16944 


7 

1 

4072 

95.1 

88 

2. 1 

120 

2.8 

4280 



3 

1 5708 

93.8 

334 

2.0 

709 

4.2 

16751 

1-GR 

1 

1 

1039 

50.8 

417 

20.4 

588 

28.8 

2044 



3 

11563 

86.8 

877 

6.6 

884 

6.6 

13324 


2 

1 

5075 

59.2 

1735 

20.2 

1764 

20.6 

8574 



3 

15637 

90.4 

634 

3.7 

1033 

6.0 

17304 


3 

1 

2682 

82.7 

353 

10.9 

209 

6.4 

3244 



3 

7393 

94.8 

169 

2.2 

238 

3.1 

7800 


BC TABLE 54 (continued) 

VIABILITY OP MACROPHAGES DETERMINED BY PCM, INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 19400 to 67400 
no data from experiment 2 due to laser failure 


(a) for explanation see 


(b) to total 

89C6Z0620Z 


Source: https://www.industrydocuments. sf.edu/docs/yndl0000 



SUBREPORT 

P 0500/3057 

GDI 03 (R) 

A10 WS 






GROUP 

POOL 

EXP* 

NO* 

VIABILITY 

NUMBER OF MACROPHAGES 

VIABLE 

ABS. REL. (b) 

(0/0) 

INTERMEDIATE (a) 

ABS. REL. (b) 

(0/0) 

NONVIABLE 

ABS. 

REL. (b) 

(0/0) 

TOTAL 

1-GR 

4 

1 

13226 

87.6 

655 

4.3 

1214 

8.0 

15095 



3 

14333 

91.2 

466 

3.0 

916 

5.8 

15715 


5 

1 

599 

51.8 

245 

21*2 

312 

27.0 

1156 



3 

6805 

87.7 

421 

5.4 

529 

6*8 

7755 


6 

1 

12333 

83.5 

957 

6.5 

1479 

10.0 

14769 



3 

23273 

92.3 

745 

3*0 

1 189 

4*7 

25207 


7 

1 

17949 

85.4 

1340 

6.4 

1735 

8.3 

21024 



3 

20285 

90.7 

775 

3.5 

1306 

5.8 

22366 

2-GR 

1 

3 

13177 

91.5 

484 

3.4 

747 

5*2 

14408 


2 

3 

18112 

91.0 

643 

3.2 

1158 

5.8 

19913 


BC TABLE 54 (continued) 

VIABILITY OF MACROPHAGES DETERMINED BY FCM, INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 19400 to 67400 
no data from experiment 2 due to laser failure 


(a) for explanation see 

69d&dfez02 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


SUBREPORT P 0500/3057 GDI 03 (R) All WS 


GROUP POOL EXP. VIABILITY 

NO. 

NUMBER OP MACROPHAGES 




VIABLE 


INTERMEDIATE (a) 

NONVIABLE 

TOTAL 



ABS. 

REL. (b) 

(0/0) 

ABS. 

REL. (b) 

(0/0) 

ABS. 

REL. (b) 

(0/0) 


2-GR 3 

3 

16062 

86.3 

1735 

9.3 

824 

4.4 

18621 

4 

3 

1 5083 

87.1 

1326 

7.7 

905 

5.2 

17314 

5 

3 

19154 

86. 6 

1803 

8. 1 

1172 

5.3 

22129 

6 

3 

12988 

88.8 

1111 

7.6 

531 

3.6 

14630 

7 

3 

13096 

87. 1 

758 

5. 0 

1190 

7.9 

15044 


BC TABLE 54 (continued) 

VIABILITY OF MACROPHAGES DETERMINED BY FCM, INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 19400 to 67400 
no data from experiment 2 due to laser failure 


(a) for explanation see 

(b) to total 


0£.E£.Z06Z0Z 

Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 




(y£ ' 




SUBREPORT P 0500/3057 GD103 <R) A12 WS 


GROUP 

POOL 


EXPERIMENT 

NO. 

RELATIVE 

VIABLE 

NUMBER OF MACROPHAGES (0/0) 

INTERMEDIATE NONVIABLE 

0-GR 

1 and 2 


1 

42.2 

39.7 


18.1 




3 

90.8 

3*6 


5.6 


3 and 4 


i 

93.8 

1.4 


4.8 




3 

95.2 

2.0 


2.8 


5, 6 and 

7 

1 

92.5 

2.9 


4.6 




3 

94.1 

2*2 


3.8 

1-GR 

1 and 2 


i 

56.6 

20.3 


23.1 




3 

89.1 

4.7 


6.2 


3 and 4 


1 

85.8 

6.8 


7.4 




3 

92.2 

2.8 


5.1 


5, 6 and 

7 

1 

79.9 

8*6 


11.5 




3 

90.7 

3.6 


5.7 

2-GR 

1 and 2 


3 

91.1 

3.3 


5.6 


3 and 4 


3 

86.9 

8*2 


5.0 


5, 6 and 

7 

3 

87.5 

6.2 


6.3 

BC TABLE 

55 


^.-c. f/O J3S'S~ 

j 3 &sf ¥ j 





RELATIVE NUMBER OF VIABLE , INTERMEDIATE AND NONVIABLE MACROPHAGES, 
WEIGHTED MEAN OF POOLS 


Remarks: mean weighted according to number of macrophages/poolA r < - 

-(see—B 0 —TABLE— j &cj y*> t '& r ? c/ / ca A e ? o <y£ o* ->-? e£ts~ 

j t\c ***i*€v£ 

/ strsijiLse * /& , f 

/ r(t. / *1 CX^-ey" 

/ ^/ts/ro^C^ 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027371 



SUBREPORT P 0500/3057 


GDI 03 (R) A13 WS 


GROUP 

POOL 

GREEN FLUORESCENCE SIGNALS 

N MEAN CV 

(CH. NO.) (0/0) 

MEAN REL. 

TO 0-GR (a) 

(0/0) 

0-GR 

1 

30598 

296.7 

47.4 

100 


2 

17842 

268.1 

49.4 

100 


3 

17877 

328.5 

47.4 

100 


4 

21995 

304.3 

48.6 

100 

% 

5 

20648 

255.6 

49.9 

100 


6 

15570 

287.9 

52.7 

100 


7 

15665 

291.7 

51.8 

100 

1-GR 

1 

11329 

379.3 

- (b) 

127.8 


2 

15797 

406.2 

- (b) 

151.5 


3 

7367 

379.4 

- (b) 

115.5 


4 

1 4404 

367.9 

- (b) 

120.9 


5 

6732 

306.0 

56.4 

119.7 


6 

23583 

353.5 

~ (b) 

122.8 


7 

20 29 6 

385.8 

- (b) 

132.3 

2-GR 

1 

12963 

280.3 

.! 60.7 

94.5 

2 

18219 

289.5 

61.8 

108.0 


3 

15895 

271.1 

58.8 

82.5 


4 

1 4810 

291.5 

55.4 

95.8 


5 

18126 

243.4 

57.2 

95.2 


6 

12945 

320.6 

53.6 

111.4 


7 

1 2880 

306.7 

51.6 

105.1 


BC TABLE 56 

GREEN FLUORESCENCE SIGNALS FROM MACROPHAGES CORRESPONDING TO 
ESTERASE ACTIVITY, EXPERIMENT 3 

Remarks: .LE.2.8 0/0 of signals out of range, included in 
calculation of mean 


(a) corresponding pool 

(b) CV not meaningful, .GT.1 0/0 of signals out of range 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027372 



SUBREPORT P 0500/3057 GDI 03 (R) A14 WS 




\f J 

y /U * 


* 


GROUP 

-WEIGHTED- 

POOL 

ABS. {CH. 

1 AND 2 

MEAN ESTERASE 

NO. ) 

3 AND 4 

ACTIVITY 

5, 6 AND 7 

REL. TO 0- 

1 AND 2 

-GR (0/0) (a) 

3 AND 4 

\ 

5, 6 AND 7 

0-GR 

l 

284.9 

308.0 

284.6 

100 

100 

100 

1 —GR 

396.9 

371.0 

369.2 

139.3 

120.5 

129.7 

2-GR 

^86. 1 

285.4 

304.1 

100.4 

/92.7 

106.9 


cZ. 


BC TABLE 57 

ESTERASE ACTIVITY OF MACROPHAGES, WEIGHTED MEAN OF POOLS , tfXV&lZI!1 eMT3 
Remarks: mean of pools weighted according to number of macrophages/pool 


(a) corresponding pool 

E2.E4.Z06Z0Z 

Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A15 WS 



GROUP 

POOL 

RATIO GNF/AXL 

N 

MEAN 

(CH. NO.) 

CV 

(0/0) 

MEAN REL. 

TO 0-GR (a) 

(0/0) 

0-GR 

1 

30597 

268.9 

42.2 

100 


2 

17842 

237.7 

43.6 

100 


3 

17877 

295.9 

41.7 

100 


4 

21995 

274.6 

42.8 

100 

* 

5 

20666 

229.9 

46.0 

100 


6 

15572 

264.5 

49.5 

100 


7 

15667 

267.2 

48.4 

100 

1-GR 

1 

11327 

258.4 

43.1 

96.1 


2 

15796 

287.2 

41.9 

120.8 


3 

7365 

267.1 

41.5 

90.3 


4 

14397 

272.5 

41.6 

99.2 


5 

6730 

214.8 

40.6 

93.4 


6 

23577 

260.5 

40.8 

98.5 


7 

20296 

286.7 

40.5 

107.3 

2-GR 

1 

1 2960 

232.6 

54.2 

86.5 


2 

18216 

239.1 

53.7 

100.6 


3 

1591 1 

231.8 

51.6 

78.3 


4 

1 481 5 

253.4 

48.4 

92.3 


5 

18123 

193.2 

50.7 

84.0 


6 

12946 

275.6 

47.4 

104.2 


7 

12880 

265.9 

46.0 

99.5 


BC TABLE 58 

RATIO OF GREEN FLUORESCENCE/AXL, MACROPHAGES, ESTERASSE ACTIVITY, 
EXPERIMENT 3 

Remarks: ratio calculated on a cell by cell basis 


(a) corresponding pool 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027374 





I 


SUBREPORT P 0500/3057 GDI 03 (R) A16 WS 



GROUP STATISTICAL PARAMETER 
ESTERASE ACTIVITY 

GREEN FLUORESCENCE RATIO GREEN FLUORESCENCE/AXL 



M 

(CH. NO.) 

SE 

RSD 

(0/0) 

M 

(CH. NO.) 

SE 

RSD 

(0/0) 

0-GR 

292.50 

7.76 

4*6 

264.71 

6.69 

4.4 

1-GR 

379.02 

8.94 

4.1 

273.54 

1.87 

1.2 

2-GR 

291.88 

6.13 

3.6 

248.21 

7.04 

4.9 

BC TABLE 

59 






ESTERASE 

ACTIVITY 

OF MACROPHAGES, WEIGHTED MEAN OF 

POOLS, EXPERIMENT 3, 



STATISTICAL PARAMETERS 


U O 3 


Source: https://www.industrydoCumehts.ucsf.edu/docs/yndl0000 


S£E£Z06Z0Z 




SUBREPORT P 0500/3057 GDI 03 (R) A17 WS 


( 




GROUP WEIGHTED MEAN RATIO 
POOL 

ABS. (CH. NO.) REL. TO 0-GR (0/0) (a) 



1 AND 2 

3 AND 4 

5, 6 AND 7 

1 AND 2 

3 AND 4 

5, 6 AND 7 

0-GR 

256.0 

277.9 

260.3 

100 

1 00 

100 

1-GR 

277.2 

271.0 

272.4 

108.3 

97.5 

104.7 

2-GR 

236.7 

246.9 

261.0 

92.5 

88.9 

100.3 


BC TABLE 60 

RATIO OF GREEN FLUORESCENCE/AXL, MACROPHAGES, ESTERASE ACTIVITY, EXPERIMENT 3, 
WEIGHTED MEAN OF POOLS 

Remarks: mean of pools weighted according to number of macrophages/pool 


(a) corresponding pool 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP 

EXPERIMENT 

NO* 

CONCENTRATION OF 

POOL 

8 9 

MACROPHAGES (1E6/ml) 

10 

VIABILITY 

8 

(0/0) 

9 

10 

0-GR 

1 

0.67 

1.12 

0.93 

75.6 

99.6 

98.5 


2 

1.00 

0.83 

1.02 

95*3 

97.5 

97.4 


3 


- 

1.19 

— 

- 

99.8 

1-GR 

1 


0.93 

0.83 

— 

97.0 

98. 2 


2 

- 

0.88 

1.15 

- 

96.3 

9 g.Lj 


3 

— 

0.82 

0.95 

— 

97.1 

97.8 

2-GR 

3 

- 

0.83 

1.05 

~ 

96.4 

96. 1 


BC TABLE 61 

CONCENTRATION AND VIABILITY OF MACROPHAGES AFTER PHAGOCYTOSIS 

Remarks: determination immediately after 40 min incubation 

nominal concentration of macrophages at ’“start of phagocytosis 
experiment: 1E6/ml 

viability determined by trypan blue method 




Source: https://www.industrydocuments.ucsf-.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A19 WS 


GROUP POOL EXP. NUMBER OF MACROPHAGES 
NO. 

NONPHAGOCYTIZING PHAGOCYTIZING 

NO. OF BEADS/CELL TOTAL 


»GE. 1 .GE,3 




ABS. (a) 

REL. (b) 
(0/0) 

ABS. (a) 

REL. (b) 
(0/0) 

ABS. (a) 

REL. (b) 
(0/0) 


0-GR 8 

1 (C) 

8215 

85.0 

1445 

15.0 

763 

7.9 

9660 


1 (d) 

3364 

72.9 

1252 

27.1 

690 

14.9 

4616 


2 

3 

7626 

69.1 

3414 

30.9 

1877 

17.0 

11040 

9 

1 

8402 

73.9 

2963 

26.1 

1564 

13.8 

11365 


2 

3 

6884 

64.2 

3832 

35.8 

2250 

21.0 

10716 

10 

1 

8038 

77.1 

2381 

22.9 

1259 

12.1 

10419 


2 

7488 

61.1 

4770 

38.9 

2554 

20.8 

12258 


3 

10726 

55.8 

8491 

44.2 

4545 

23.7 

19217 


BC TABLE 62 

NUMBER OF NONPHAGOCYTIZING AND PHAGOCYTIZING MACROPHAGES, INDIVIDUAL VALUES 
Remarks: total number of signals counted: 80000 


(a) per sample determined by FCM 

(b) to total 

(c) atypical FWD versus AXL distribution of macrophages (see ) values for total macrophages 

(d) values for macrophage subpopulation at approx, typical location in FWD versus AXL cytogram 

8&E6Z0GZQZ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A20 WS 


GROUP POOL 


EXP. 

NO. 


NUMBER OF MACROPHAGES 
NCNPHAGOCYTIZING 


PHAGOCYTIZING 
NO. OF BEADS/CELL 
.GE.1 


•GE.3 


TOTAL 




ABS. (a) 

REL. (b) 
(0/0) 

ABS. (a) 

REL. (b) 
(0/0) 

ABS. (a) 

REL. (b) 
(0/0) 


1-GR 8 

1 


_ 

- 

- 

- 

- 

- 


2 

- 


- 

— 

— 

— 



3 

- 

- 

- 

- 

~ 

— 

— 

9 

1 

10044 

48.1 

10850 

51.9 

7103 

34.0 

20894 


2 

4671 

47.1 

5248 

52.9 

3304 

33.3 

9919 


3 

3514 

42.2 

4809 

57.8 

3084 

37.1 

8323 

10 

1 

9847 

43.0 

13056 

57.0 

8296 

36.2 

22903 


2 

7286 

42.7 

9773 

57.3 

6197 

36.3 

17059 


3 

8550 

41.2 

12205 

58.8 

7827 

37.7 

20755 


BC TABLE 62 (continued) 

NUMBER OF NCNPHAGOCYTIZING AND PHAGOCYTIZING MACROPHAGES, INDIVIDUAL VALUES 
Remarks: total number of signals counted: 80000 


(a) per sample determined by FCM 

(b) to total 


6<£.C£206Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A21 WS 


GROUP POOL EXP. NUMBER OP MACROPHAGES 
NO. 

NONFHAGOCYTI2ING PHAGOCYTIZING 

NO, OF BEADS/CELL TOTAL 





ABS. (a) 

REL. (b) 
(0/0) 

.GE.1 

ABS. (a) 

REL. (b) 
(0/0) 

.GE.3 

ABS. (a) 

REL. (b) 
(0/0) 


2-GR 

8 

3 

- 

- 

- 

- 

- 

- 

- 


9 

3 

7783 

46.2 

9076 

53.8 

5670 

33.6 

16859 


10 

3 

7361 

50.3 

7287 

49.7 

4186 

28.6 

14648 


BC TABLE 62 (continued) 

NUMBER OF NOsfH3AGOCYTIZING AND PHAGOCYTIZING MACROPHAGES, INDIVIDUAL VALUES 
Remarks: total number of signals counted: 80000 


(a) per sample determined by FCM 

(b) to total 


is- 


08C4.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A22 WS 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE NUMBER OF MACROPHAGES 

POOL 

8 9 

10 

0-GR 

N 

2 

2 

3 


M (0/0) 

77.1 (a) 

69.1 

64.7 


SE 


- 

6.4 


RSD (0/0) 



17.2 

1-GR 

N 

— 

3 

3 


M (0/0) 

- 

45.8 

42.3 


SE 

- 

1.8 

0.6 


RSD (0/0) 

- 

6.9 

2.3 

2-GR 

N 

— 

1 

1 


M (0/0) 

- 

46.2 

50.3 


SE 

- 

- 

- 


RSD (0/0) 


| 



BC TABLE 63 

RELATIVE NUMBER OF NONPHAGOCYTIZING MACROPHAGES, 
STATISTICAL PARAMETERS 

Hcvxorfa ; see 3^ ^3^ ^ 

(7/0 33 S'3J 


(a) mean calculated using value for total macrophages, experiment 1 

(see BC TABLE 4-2-), mean value using macrophage subpopulation: 71.0 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027381 



- / w O 


SUBREPORT P 0500/3057 GDI 03 (R) A23 WS 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE NUMBER OF MACROPHAGES 

POOL 

8 9 

10 

0-GR 

N 

2 

2 

3 


M (0/0) 

23.0 (a) 

31.0 

35.3 


SE 

- 

- 

6.4 


RSD (0/0) 

— 

“ 

31.4 

1-GR * 

N 

— 

3 

3 


M (0/0) 

- 

54.2 

57.7 


SE 

- 

1.8 

0.6 


RSD (0/0) 

— 

5.8 

1.7 

2-GR 

N 

_ 

1 

1 


M (0/0) 

“ 

53.8 

49.7 


SE 

- 

- 

- 


RSD (0/0) 

" 


— 


BC TABLE 64 

RELATIVE NUMBER OF MACROPHAGES PHAGOCYTIZING .GE.1 BEAD, 
STATISTICAL PARAMETERS 


72 ft J : spju ,3 C 6 2 Ct^,C.C 3C F/C.U#kr 

[i/osccj] 


(a) mean calculated using value for total macrophages, experiment 1 

(see BC TABLE 4?-), mean value using macrophage subpopulation: 29.0 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027382 



SUBREPORT P 0500/3057 GDI 03 (R) A24 WS 




GROUP 

STATISTICAL 

PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF ! 

9 

MACROPHAGES 

10 

0-GR 

N 

2 

2 

3 


M (0/0) 

12.5 (a) 

17.4 

18.9 


SE 

- 

- 

3.5 

* 

RSD (0/0) 

~ 

- 

32.0 

1-GR 

N 

_ 

3 

3 


M (0/0) 

- 

34.8 

36.7 


SE 

- 

1.2 

0.5 


RSD (0/0) 


5.8 

2.3 

2-GR 

N 

— 

1 

1 


M (0/0) 

- 

33.6 

28.6 


SE 

- 

— 



RSD (0/0) 


- 

— 


t 


BC TABLE 65 

RELATIVE NUMBER OF MACROPHAGES PHAGOCYTIZING .GE.3 BEADS , 
STATISTICAL PARAMETERS 


f 4 $C vys cs ~~r c/JC /r/CiCtpe 

[uoss^z y 


(a) mean calculated using value for total macrophages, experiment 1 

(see BC TABLE %.), mean value using macrophage subpopulation: 16.0 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027383 



SUBREPORT P 0500/3057 GDI 03 (R) A25 WS 


GROUP 

POOL 

EXP, 

no. 

MEAN FLUORESCENCE (CH. NO.) MEAN NUMBER OF BEADS 

PER MACROPHAGE 

NUMBER OF BEADS PER MACROPHAGE 

0 1 .GE.O 

0-GR 

8 

1 (a) 

15.4 

51.2 

45.6 

0.84 



1 (b) 

15.7 

51.2 

73.5 

1.63 



2 

3 

11.3 

48.2 

82.9 

1 ..94 


9 

1 

12.4 

48.6 

65.1 

1.46 



2 

11.3 

48.5 

104.8 

2,51 



3 


“ 

- 

- 


10 

1 

11.4 

48.8 

61.4 

1.34 



2 

11.3 

48.0 

93.9 

2.25 



3 

10.3 

55.6 

115.6 

2.32 

1-GR 

8 

1 

- 

- 

- 

- 



Z 

3 

- 

- 




9 

1 

11.7 

46.9 

164.4 

\ 

■ 4.34 



2 

9.3 

44.6 

162.8 

4.35 



3 

11.8 

54.9 

188.1 

4.09 


10 

1 

6.5 

41.2 

171.9 

4.77 



2 

7.8 

42.7 

156.1 

4.25 



3 

10.7 

53.3 

200.8 

4.46 

2-GR 

8 

3 

- 

- 

- 



9 

3 

12.9 

56.7 

198.5 

4.24 


10 

3 

9.9 

53.5 

158.3 

3.40 


BC TABLE 66 

MEAN NUMBER OF PHAGOCYTIZED BEADS PER MACROPHAGE, INDIVIDUAL VALUES 


Ranarks: calculation: 


(a - b)/(c - b), 
a = mean fluorescence, 
b = mean fluorescence, 
c = mean fluorescence, 


.GE.O beads per macrophage 
0 beads per macrophage 
1 bead per macrophage 


(a) atypical FWD versus AXL distribution of macrophages (see ), values 

total macrophages 

(b) values for macrophage subpopulation at approx, typical location in FWD versus 

mzt-myptm 


IS5 

O 

10 

o 

N 

focCJ 

X 

AXI^fc 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) A27 WS 




x^O • 


GROUP 

STATISTICAL 

MEAN NUMBER OF 

BEADS 

PER MACROPHAGE 


PARAMETER 

POOL 





8 

9 

10 


0-GR 

N 

2 

2 

3 


M 

1.39 (a) 

1.99 

1.97 


SE 

~ 

- 

0.32 

* 

RSD (0/0) 

- 


27.8 

1-GR 

N 

— 

3 

3 


M 

- 

4.26 

4.49 


SE 

- 

0.09 

0.15 


RSD (0/0) 

- 

3.5 

5.8 

2-GR 

N 

— 

1 

1 


M 

- 

4.24 

3.40 


SE 

- 

- 

— 


RSD (0/0) 





i 


BC TABLE 67 

MEAN NUMBER OF PHAGOCYTIZED BEADS PER MACROPHAGE, 
STATISTICAL PARAMETERS 

Remarks: see BC TABLE and BC FIGURE 

(J/0J3ST2] 


(a) mean calculated using value for total macrophages, experiment 1 

(see BC TABLE 6 A ), mean value using macrophage subpopulation: 1.79 


Source: https://www.industrydocuments.ucsf.edu/do s/yndlOOOO 


2029027385 



SUBREPORT P 0500/3057 (3)103 (R) A28 WS 



GROUP POOL EXP. NUMBER OP GRANULOCYTES 
NO. 

NCNPHAGOCYTIZING PHAGOCYTIZING 

NO. OF BEADS/CELL 


f' 

TOTAL 




ABS. (a) 

REL. (b) 
(0/0) 

.GE.1 

ABS. (a) 

REL. (b) 
(0/0) 

*GE. 3 

ABS. (a) 

REL. (b) 
(0/0) 


0-GR 8 

1 (c) 


_ 

_ 

_ 

„ 

— 



2 

3 

423 

94.4 

25 

5.6 

16 

3.6 

448 

9 

1 

542 

92*2 

46 

7.8 

33 

5.6 

588 


2 

3 

237 

91*2 

23 

8.8 

19 

7.3 

260 

10 

1 (d) 

_ 


_ 


_ 

_ 

__ 


2 

116 

89.9 

13 

10.1 

9 

7.0 

129 


3 

65 

64.4 

36 

35.6 

31 

30.7 

101 


rmor r* CO 
oL, iEbut) \jv 

NUMBER (S’ NCNPHAGOCYTIZING AND PHAGOCYTIZING GRANULOCYTES, INDIVIDUAL VALUES 
Remarks: total number of signals counted: 80000 


(a) per sample determined by FCM 

(b) to total 

(c) evaluation not possible, atypical FWD versus AXL distribution (see BC FIGURE ..) 

(d) insufficient number of cells 

98C£206202 


Source; https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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GROUP 

POOL 

EXP. 

NO. 

NUMBER OF GRANULOCYTES 

NCNPHAGOCYTIZING 

ABS. (a) REL. (b) 

(0/0) 

PHAGOCYTIZING 

NO. OF BEADS/CELL 

.GE.1 

ABS. (a) REL. (b) 

(0/0) 

• GE.3 

ABS. (a) 

REL. (b) 
(0/0) 

T 

TOTAL 

1-GR 

8 

1 

_ 

_ 

_ 

— 

- 

- 

- 



2 

- 

- 

— 


— 

— 




3 


- 

- 

- 

~ 


— 


9 

1 

8095 

46.6 

9278 

53.4 

6088 

35.0 

17373 



2 

5369 

48.4 

5732 

51.6 

3614 

32.6 

11101 



3 

6951 

39.3 

10740 

60.7 

6560 

37.1 

17691 


10 

1 

2746 

46.6 

3145 

53.4 

2217 

37.6 

5891 



2 

5195 

42.5 

7032 

57.5 

4581 

37.5 

12227 



3 

3796 

37.7 

6265 

62.3 

3970 

39.5 

10061 

2-GR 

8 

3 


- 

- 

- 

- 

- 

- 


9 

3 

486 

40.4 

718 

59.6 

519 

43.1 

1204 


10 

3 

192 

38.7 

304 

61.3 

233 

47.0 

a r\ /• 


BC TABLE 68 (continued) 

number of nonphagocytizing and phagocytizing granulocytes, individual values 
R emarks: total number of signals counted: 80000 

(a) per sample determined by FCM 

(b) to total 

£8C£Z06Z0Z 

Source: https://w-ww.industrydocurnents.ucsf.edu/docs/yndl0000 
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A/v. 


i 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF GRANULOCYTES 

9 10 

0-GR 

N 

i 

2 

2 


M (0/0) 

94.4 

91.7 

77.2 


SE 

- 

- 

- 

• 

RSD (0/0) 

— 

- 

- 

1-GR 

N 

— 

3 

3 


M (0/0) 

- 

44.77 

42.27 


SE 

~ 

2.78 

2.57 


RSD (0/0) 

— 

10.8 

10.5 

2-GR 

N 

_ 

1 

1 


M (0/0) 

- 

40.4 

38.7 


SE 

- 

- 

- 


RSD (0/0) 

**" 

— 





BC TABLE 69 




RELATIVE NUMBER OF NONPHAGOCYTIZING GRANULOCYTES f 
STATISTICAL PARAMETERS 


Remarks: see BC TABLE 


and BC FIGURE 


/}/033S~3j 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027388 
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ON 


O ' 

! 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF GRANULOCYTES 

9 10 

0-GR 

N 

i 

2 

2 


M (0/0) 

5.6 

8.3 

22.9 


SE 

- 

- 

- 


RSD (0/0) 

_ 

- 

— 

1-GR 

N 

_ 

3 

3 


M (0/0) 

- 

55.2 

57.7 


SE 

- 

2.8 

2.6 


RSD (0/0) 

- 

8.7 

7.7 

2-GR 

N 

— 

1 

1 


M (0/0) 


59.6 

61.3 


SE 

- 

- 

- 


RSD (0/0) 



— 


1 . 


BC TABLE 70 

RELATIVE NUMBER OF GRANULOCYTES PHAGOCYTIZING .GE.1 BEAD, 
STATISTICAL PARAMETERS 

Remarks: see BC TABLE {\ and BC FIGURE 

[H03S'4iJ 


Source: https://www.industrydocuments.ucsf.edu/^ocs/^ndl0000 


2029027389 
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GROUP 

STATISTICAL 

PARAMETER 

RELATIVE NUMBER OF GRANULOCYTES 

POOL 

8 9 10 

O-GR 

N 

i 

2 

2 


M (0/0) 

3.6 

6.5 

18.9 


SE 

- 

- 

- 


RSD (0/0) 

— 


— 

1-GR 

N 

— 

3 

3 


M (0/0) 

- 

34.9 

38.2 


SE 

- 

1.3 

0.7 


RSD (0/0) 

— 

6.5 

3.0 

2-GR 

N 

— 

1 

1 


M (0/0) 


43.1 

47.0 


SE 

- 




RSD (0/0) 


\ 


BC TABLE 

RELATIVE 

71 

NUMBER OF GRANULOCYTES 

PHAGOCYTIZING 

.GE.3 BEADS, 



STATISTICAL PARAMETERS 

Remarks: see BC TABLE H and BC FIGURE 

[/■/OjS'fzJ 


Source: https://www.industrydocuments.ucsf.edu/docs/iyndlOOOO 


2029027390 
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GROUP 

.POOL 

EXP. 

NO. 

MEAN FLUORESCENCE (CH. NO.) 

NUMBER OF BEADS PER GRANULOCYTE 

0 1 .GE.O 

MEAN NUMBER OF BEADS 
PER GRANULOCYTE 

0-GR 

8 

1 (a) 

_ 

, . 

_ 

— 



2 

3 

6.1 

42.8 

14.5 

0.23 


9 

1 

7.1 

45.1 

27.6 

0.54 



2 

6.3 

42.0 

31.2 

0.70 

* 


3 

— 

— 

— 

— 


10 

1 (a) 

— 

— 

— 

- 



2 

7.8 

42.0 

31.1 

0.68 



3 

8.2 

55.6 

137.5 

2.73 

1-GR 

8 

1 

- 

» 

- 

- 



Z 

3 

- 



- 


9 

1 

8.2 

45.7 

123.8 

3.08 



2 

7.5 

45.3 

108.4 .1 

2.67 



3 

9.3 

55.1 

136.3 

2.77 


10 

1 

8.4 

46.0 

142.1 

3.56 



2 

8.1 

45.4 

126.0 

3.16 



3 

9.7 

54.8 

168.2 

3.51 

2-GR 

8 

3 

- 

- 

- 

- 


9 

3 

8.4 

54.0 

170.4 

3.55 


10 

3 

8.5 

53.0 

188.7 

4.05 


BC TABLE 72 

MEAN NUMBER OF PHAGOCYTIZED BEADS PER GRANULOCYTE, INDIVIDUAL VALUES 
Remarks: for calculation see BC TABLE 6C 


(a) evaluation not possible, atypical FWD versus AXL distribution (see BC FIGURE ..) 


Source: https://www.industrydocuments.ucsf.edu/clocS/yndl00P0 


2029027391 



SUBREPORT P 0500/3057 GD103 (R) B4 


WS 



GROUP 

STATISTICAL 

PARAMETER 

MEAN 

POOL 

8 

NUMBER OF BEADS 

9 

PER GRANULOCYTE 

10 

O-GR 

N 

i 

2 

2 


M 

0.23 

0.62 

1.71 


SE 


- 

- 


RSD (0/0) 

- 

- 

- 

1-GR 

N 

- 

3 

3 


M 

- 

2.84 

3.41 


SE 


0.12 

0.13 


RSD (0/0) 

- 

7.53 

6.39 

2-GR 

N 

— 

1 

1 


M 

- 

3.55 

4.05 


SE 

- 

- 

- 


RSD (0/0) 

- 

- 

- 




\ 



BC TABLE 73 

MEAN NUMBER OF PHAGOCYTIZED BEADS PER GRANULOCYTE,, 
STATISTICAL PARAMETERS 

Remarks: see BC TABLE Vi and BC FIGURE 

[/■/o3jysJ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027392 



SUBREPORT P 0500/3057 GDI 03 (R) B5 WS 




GROUP 

POOL 

EXPERIMENT 

AUTOFLUORESCENCE SIGNALS 



NO, 


N 

MEAN (a) 

CV (0/0) 

0-GR 

8 

i 


8133 

0.41 

22.5 



2 

3 


4696 

0.29 

20.9 


9 

1 


6371 

0.37 

21.8 



2 

3 


4186 

0.29 

19.9 


10 

1 


9631 

0.37 

19.6 



2 


6347 

0.29 

20.1 



3 


8513 

0.31 

23.3 

1-GR 

8 

1 

2 


_ 

— 



9 

•J 

1 


6715 

\ 

0.53 

40.4 



2 


2933 

0.47 

39.9 



3 


4933 

0.51 

53.2 


10 

1 


6513 

0.54 

36.3 



2 


4440 

0.49 

44.5 



3 


7676 

0.51 

51.7 

2-GR 

8 

3 


- 

- 

- 


9 

3 


6122 

0.36 

32.2 


10 

3 


7876 

0.38 

33.4 

BC TABLE 

74 






AUTOFLUORESCENCE 

SIGNALS 

FROM 

MACROPHAGES, 

PHAGOCYTOSIS 

ASSAY 

Remarks: 

sample 

taken at 

time 

= 0 of incubation 



macrophages associated with latex beads {mean: 12.9 0/0, 
RSD: 47.5 0/0) excluded from evaluation 


(a) normalized to fluorescence of standard latex beads 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027393 



SUBREPORT P 0500/3057 GDI 03 (R) B6 WS 


GROUP POOL 

EXPERIMENT 

NO, 

RATIO 

N 

AUTOFLUORESCENCE/AXL 

MEAN (a) CV (0/0) 

0-GR 8 

1 (b) 





2 

5533 

10.2 

16.0 


3 

— 

" 

- 

9 

i 

6336 

12.4 

16.2 

* 

2 

4235 

11.1 

15.8 


3 

- 

- 

- 

10 

1 

9540 

12.5 

13.6 


2 

6397 

11.0 

15.0 


3 

8510 

15.2 

16.8 

1-GR 8 

1 

— 

_ 



2 

- 

— 

— 


3 


- 

- 

9 

1 

6515 

i3..b 

23.3 


2 

2932 

14.1 

24.5 


3 

4961 

18.9 

31.2 

10 

1 

6503 

14.5 

21.9 


2 

4394 

14.5 

25.0 


3 

7720 

19.1 

30. 1 

2-GR 8 

3 

- 

- 

- 

9 

3 

6106 

16.4 

20.4 

10 

3 

7835 

17.0 

19.3 

BC TABLE 75 

RATIO AUTOFLUORESCENCE/AXL OF 

MACROPHAGES, 

PHAGOCYTOSIS 

ASSAY 

Remarks: ratio 

calculated for 

each macrophage 


sample 

taken at time 

= 0 of incubation 



macrophages associated with latex beads (mean: 12.9 0/0, 
RSD: 47.5 0/0) excluded from evaluation 


(a) normalized to standard latex beads 

(b) 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027394 



SUBREPORT P 0500/3057 GDI03 (R) B7 WS 


Y 0 


GROUP 

POOL 

EXPERIMENT 

NO, 

RED FLUORESCENCE SIGNAL AREA 

N MEAN 

ABSOLUTE RELATIVE TO GO/1 OF 

(CH. NO,) 

MACROPHAGES GRANULOCYTES 

0-GR 

8 

i 

1069 

410.7 

1.85 

2.09 

* 


2 

719 

436.7 

1.83 

2.11 



3 

178 

508.9 

1.82 

2.13 


9 

1 

744 

399.2 

1.83 

2.09 



2 

693 

434.1 

1.83 

2.12 



3 

586 

522.2 

1.84 

2.15 


10 

1 

1024 

407.8 

1.83 

2.10 



2 

634 

431.6 

1.84 

2.09 



3 

743 

528.6 

1.82 

2.08 

1-GR 

8 

1 

602 

442,2 

\ 

'■ 1.80 

2.23 



2 

290 

428.5 

1.81 

2.17 



3 

591 

565.1 

1.79 

2.24 


9 

1 

1069 

422.7 

1.78 

2.16 



2 

444 

470.9 

1.83 

2.29 



3 

493 

512.6 

1.76 

2.18 


10 

1 

1087 

426.2 

1.79 

2.18 



2 

740 

477.2 

1.83 

2.31 



3 

407 

529.0 

1.75 

2.17 

2-GR 

8 

3 

- 

- 

- 

- 


9 

3 

607 

510.0 

1.81 

2.13 


10 

. 3 

540 

543.6 

1.82 

2.15 


BC TABLE 76 

RED FLUORESCENCE SIGNAL AREA OF MACROPHAGES IN G2 (a), ENA ASSAY 


(a) region (see BC FIGURE ..) 


Source: https://wwwjndustrydocuments.ucsf,edu/doc3^Ml6iEi0'0 


2029027395 



SUBREPORT P 0500/3057 GDI 03 (R) B8 WS 




GROUP 

POOL 

STATISTICAL 

CV 

N 

PARAMETER 

M 

(0/0) 

SE 

RSD 

(0/0) 

0-GR 

8 

3 

7.83 

0.55 

12.1 


9 

3 

7.47 

0-44 

10.1 


10 

3 

7.30 

0.42 

9.9 


8 to 10 

9 

7.53 

0.25 

9.9 

1-GR 

8 

3 

12.17 

0.47 

6.6 


9 

3 

11.63 

0.44 

6.5 


10 

3 

11.60 

0.47 

7.1 


8 to 10 

9 

11.80 

0.25 

6.3 

2-GR 

8 

— 

- 

- 

- 


9 

1 

8.6 

- 

- 


10 

1 

9.2 

- 

- 


9 and 10 

2 

8.9 

~ \ 



BC TABLE 77 

CV OF RED FLUORESCENCE SIGNAL AREA DISTRIBUTION OF MACROPHAGES 
IN GO/1 , DNA ASSAY, STATISTICAL PARAMETERS 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027396 



SUBREPORT P 0500/3057 GDI 03 (R) B9 WS 




GROUP 

POOL 

EXP, 

NO. 

RED FLUORESCENCE SIGNALS (a) 

N AREA 

MEAN CV 

(CH. NO.) (0/0) 

HEIGHT 

MEAN 

(CH. NO.) 

CV 

(0/0) 

0-GR 

8 

i 

517 

196.6 

3.3 

296.1 

6.2 



2 

808 

206.7 

4.0 

368; 6 

8.9 



3 

173 

238.4 

3.4 

466.6 

5.8 


9 

1 

326 

190.9 

3.4 

288.6 

6.3 



2 

942 

204.7 

4.1 

372.5 

7.7 



3 

718 

243.1 

3.8 

471.4 

5.8 


10 

1 

163 

193.8 

3.6 

291.5 

6.5 



2 

589 

206.3 

4.0 

375.1 

7.2 



3 

672 

254.0 

4.0 

476.6 

7.4 

1-GR 

8 

1 

13927 

198.1 

3.4 

298.5 

7.1 



2 

15039 

197.6 

3.9 . 

■363.7 

8.1 



3 

13814 

252. p 

3.8 

478.2 

7.9 


9 

1 

10627 

195.7 

3.5 

294.6 

7.0 



2 

18624 

206.0 

3.9 

373.6 

8.3 



3 

19390 

234.9 

4.5 

452.4 

8.5 


10 

1 

4380 

195.5 

3.7 

292.1 

7.2 



2 

13598 

206.4 

3,7 

371.6 

8.0 



3 

8216 

243.8 

4.3 

467.0 

8.2 

2-GR 

8 

3 

- 

- 

- 

- 

- 


9 

3 

4397 

239.0 

4.0 

458.3 

7.9 


10 

3 

3101 

253.4 

4.0 

474.4 

8.3 


BC TABLE 78 

RED FLUORESCENCE SIGNALS OF GRANULOCYTES, DNA ASSAY 


(a) region 3 in BC FIGURE 



Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000. • 


2029027397 



SUBREPORT P 0500/3057 


GD103 (R) BIO WS 


Mi 



GROUP 

POOL 

EXP. 
NO, 

RELATIVE 

AREA 

MEAN RED FLUORESCENCE SIGNAL (0/0) 

HEIGHT 

1-GR 

8 

i 

1 00. 8 

100.8 



2 

95.6 

98.7 



3 

105.8 

102.5 


9 

1 

102.5 

102.1 



2 

100.6 

100.3 



3 

96.6 

96.0 


10 

1 

100.9 

100.2 



2 

100.0 

99.1 



3 

96.0 

98.0 

2-GR 

8 

3 

- 

- 


9 

3 

98.3 

97.2 


10 

3 

99.8 

■: 99.5 


BC TABLE 79 

MEAN RED FLUORESCENCE OF GRANULOCYTES, 1-GR AND 2-GR, RELATIVE TO 0-GR, 
DNA ASSAY, INDIVIDUAL VALUES 



'll C Cf. tr J .' S € 


3c TytSC* 72 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027398 



SUBREPORT P 0500/3057 


GDI 03 (R) B11 


WS 


GROUP 

POOL 

STATISTICAL PARAMETER 







RELATIVE 

MEAN RED 

FLUORESCENCE 

SIGNAL 






N 

AREA 



HEIGHT 






M 

SE 

RSD 

M 

SE 

RSD 




(0/0) 


(0/0) 

(0/0) 


(0/0) 

1-GR 

8 

3 

100*7 

3.0 

5.1 

100.7 

1 . 1 

1.9 


9 

3 

99.9 

1 .7 

3.0 

99.4 

1 .8 

3.2 


10 

3 

99.0 

1.5 

2.6 

99.1 

0.6 

1 . 1 


8 to 10 

9 

99.9 

1 *1 

3.3 

99.7 

0.7 

2. 1 

2-GR 

8 

— 

— 

- 

- 

- 

- 

- 


9 

1 

98.3 

- 

- 

97.2 

- 

- 


10 

1 

99.8 

- 

- 

99.6 

- 

- 


9 and 10 

2 

99.0 

' 


98.4 




«(J TAtsLci 80 

MEAN RED FLUORESCENCE OF GRANULOCYTES, 1-GR AND 2-GR, RELATIVE TO 0-GR, DNA ASSAY, 
STATISTICAL PARAMETERS 


J f £ 

t Q r & 


3 c t-S 


66C£20620Z 


Source: https://www.industrydocuments.uc ' -du/docs/yndlOOOO 



SUBREPORT P 0500/3057 


GDI 03 (R) B12 WS 


GROUP POOL RELATIVE MEAN RED FLUORESCENCE SIGNAL (0/0) (a) 

1ST 2ND EXPERIMENT NO. 

AREA HEIGHT 

12 3 12 3 


0-GR 

8 

9 

103.0 

101.0 


8 

10 

101.4 

100.2 


9 

10 

98.5 

99.2 

1-GR 

8 

9 

101.2 

95.9 


8 

10 

101.3 

95.7 


9 

10 

100.1 

99.8 

2-GR 

8 

9 

- 

- 


8 

10 

- 

- 


9 

10 

- 

- 


98.1 

102.6 

99.0 

99.0 

93.9 

101.6 

98.3 

97.9 

95.7 

99.0 

99.3 

98.9 

107.4 

101.3 

97.4 

105.7 

103.5 

102.2 

97.9 

102.4 

96.3 

100.9 

100.5 

96.9 

94.3 

- 

- 

_ 96.6 


BC TABLE 81 

MEAN RED FLUORESCENCE OF GRANULOCYTES, COMPARISON OF POOLS, DNA ASSAY, INDIVIDUAL VALUES 

i Qc^a.i/Uj : ^ r<? 


(a) 1st pool relative to 2nd pool 


00WZ06Z0Z 


Source: http.s://www.industrydocuments.ucsf:edu/docs/yndK)000 
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SUBREPORT P 0500/3057 GDI 03 (R) B13 WS 






BC TABLE 83 

CV OF RED FLUORESCENCE SIGNALS OF GRANULOCYTES, DNA ASSAY, STATISTICAL PARAMETERS 



: Jit.SC T^gO? 


*r -Si 


Z0P6Z06Z0Z, 






SUBREPORT P 0500/3057 GDI 03 (R) B15 WS 


GROUP 

POOL 

EXP. 

NO. 

RED FLUORESCENCE SIGNALS 

N AREA 

MEAN 

(CH. NO*) 

CV 

(0/0) 

SHIFT (a) 
—(0/0) 

HEIGHT 

MEAN 

(CH. NO.) 

CV 

(0/0) 

SHIFT (a) 
(0/0) 

0-GR 

8 

1 

j/4993 

222.0 

6.9 

12.9 

276.0 

8.0 

-6.79 



2 

38226 

238.2 

8.8 

15.2 

357.8 

10.7 

-2.93 



3 

10390 

278.9 

7.8 

17.0 

436.0 

10.0 

-6.56 


9 

1 

29029 

218.3 

6.6 

14.4 

278.6 

8.1 

-3.47 



2 

36776 

236.6 

8.0 

15.6 

360.7 

10.9 

-3.17 



3 

35461 

284.5 

7.8 

17.0 

442.3 

10.1 

-6.17 


10 

1 

35119 

222.3 

6.5 

14.7 

283.8 

8.1 

-2.64 



2 

32709 

234.5 

7.9 

13.7 

360.3 

10.8 

-3.95 



3 

J?09269 

290.3 

7.5 

14.3 

441.7 

10.9 

-7.32 


BC TABLE 84 

RED FLUORESCENCE SIGNALS OF MACROPHAGES IN G0/1 (b), ENA ASSAY 


(a) of the mean, relative to the mean position of the corresponding signals frau granulocytes (see BC TABLE ftf) 

(b) region 3 (see BC FIGURE ..) 


£ 0 * 4.206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



_ ) 

SUBREPORT P 0500/3057 GDI 03 (R) B16 WS 


;vv,C- 


GROUP 

POOL 

EXP. 

NO. 

RED FLUORESCENCE SIGNALS 

N AREA 

MEAN CV 

(CH. NO.) (0/0) 

SHIFT (a) 

(0/0) 

HEIGHT 

MEAN 

(CH. NO.) 

CV 

(0/0) 

SHIFT (a) 
(0/0) 

1-GR 

8 

1 

10004 

245.4 

11.3 

23.9 

292.8 

9.3 

-1.91 



2 

5363 

236.7 

12.9 

19.8 

357.4 

12.1 

-1.73 



3 

13518 

315.8 

12.3 

25.2 

456.5 

10.4 

-4.54 


9 

1 

16691 

237.2 

11.1 

21.2 

285.7 

9.6 

-3.02 



2 

13807 

256.9 

12.5 

24.7 

373.7 

11.6 

0.03 



3 

12239 

291.8 

11.3 

24.2 

429.5 

10.7 

-5.06 


10 

1 

18670 

237.7 

10.7 

21.6 

290.6 

9.2 

-0.68 



2 

18500 

260.6 

12.3 

26.3 

375.1 

11.8 

0.94 



3 

10831 

301.6 

11.8 

23.7 

446.5 

10.7 

^.89 - «'- ? - 

2-GR 

8 

3 

- 


- 

- 

- 

- 

- 


9 

3 

18468 

281.6 

8.6 

17.8 

422.0 

10.8 

-7.92 


10 

3 

24329 

299.5 

9.2 

18.2 

443.6 

10.4 

-6.49 


BC TABLE 84 (continued) 

RED FLUORESCENCE SIGNALS OF MACROPHAGES IN G0/1 (b) f DNA ASSAY 


(a) of the mean, relative to the mean position of the corresponding signals fran granulocytes (see BC TABLE K) 

(b) region 3 (see BC FIGURE ..) 


tr0V£.Z06Z0Z , 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 




SUBREPORT P 0500/3057 GDI 03 (R) B17 WS 


GROUP 

POOL 

STATISTICAL PARAMETER 

SHIFT 

N M SE 

(0/0) 

RSD 

(0/0) 

0-GR 

8 

3 

15.05 

1.18 

13.6 


9 

3 

15.65 

0.77 

8.6 

* 

10 

3 

14.22 

0.30 

3.7 


8 to 10 

9 

14.98 

0.47 

9.3 

1-GR 

8 

3 

22.95 

1.62 

12.2 


9 

3 

23.38 

1 .09 

8.1 


10 

3 

23.85 

1.35 

9.8 


8 to 10 

9 

23.39 

0.70 

9.0 

2-GR 

8 

_ 

- 

- 

- 


9 

1 

17.8 

- 

- 


10 

1 

18.2 

- 

- 


9 and 10 

2 

18.01 

1 



BC TABLE 85 

SHIFT OF MEAN RED FLUORESCENCE SIGNAL AREA OF MACROPHAGES IN G0/1, 
DNA ASSAY, STATISTICAL PARAMETERS 

Remarks: shift relative to mean red fluorescence signal area of 
granulocytes (see BC TABLE ) 

Sit 3C 



Source: https://www.industrydocuments.ucsf.edu/docs/yn6l0QQO 


2029027405 



SUBREPORT P 0500/3057 GDI 03 (R) B18 WS 






GROUP 

POOL 

STATISTICAL PARAMETER 

SHIFT jji/ef** 

N M SE 

(0/0) 

RSD 

(0/0) 

0-GR 

8 

3 

-5.43 

1.25 

39.9 


9 

3 

-4.27 

0.96 

38.8 


10 

3 

-4.64 

1.39 

52.1 


8 to 10 

9 

-4.78 

0.63 

39.6 

1-GR 

8 

3 

-2.73 

0.91 

57.6 


9 

3 

-2.69 

1.48 

95.4 


10 

3 

-1.38 

1.58 

198.4 


8 to 10 

9 

-2.26 

0.71 

94.4 

2-GR 

8 

— 


— 



9 

1 

-7.92 

- 

- 


10 

1 

-6.49 

- 

- 


9 and 10 

2 

-7.21 

- ,i 



BC TABLE 86 

SHIFT OF MEAN RED FLUORESCENCE SIGNAL HEIGHT OF MACROPHAGES IN G0/1, 
DNA ASSAY, STATISTICAL PARAMETERS 

Remarks: shift relative to mean red fluorescence signal height of 
granulocytes (see BC TABLE ?{) 

TS3UF // 


Source: https://www.industrydocuments.ucsf.edu/docs/yri^)iipO 


2029027406 




SUBREPORT P 0500/3057 GDI 03 (R) B19 WS 


GROUP 

POOL 

EXP. 

NO. 

NUMBER OF SIGNALS 

CORRESPONDING DNA CONTENT 

G0/1 S 

G2 

2 x G0/1 

• GT.2 x G0/1 

TOTAL 

O-GR 

8 

1 


34993 

604 

1069 

453 

49 

37168 



2 


^8226 

363 

719 

567 

69 

39944 



3 


10390 

192 

178 

295 

38 

11093 (a) 


9 

1 


29029 

437 

744 

443 

40 

30693 



2 


36776 

500 

693 

700 

94 

38763 



3 


35461 

707 

586 

1837 

280 

38871 


10 

i 


35119 

559 

1024 

735 

55 

37492 



2 


32709 

475 

634 

460 

72 

34350 (b) 



3 


39269 

607 

743 

808 

66 

41493 


BC TABLE 87 

NUMBER OF RED FLUORESCENCE SIGNALS FROM MACROPHAGES CORRESPONDING TO VARIOUS DNA CONTENTS, ALL GROUPS 

Remarks: total number of signals analyzed: 50000, unless otherwise noted 
signals in region 1 to 5 (see BC FIGURE ..) 


(a) 13602 signals analyzed 

(b) 43900 signals analyzed 


4.OW.ZO6Z0Z 


Source: https://www.rndustrydocuments.UGSf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) B20 WS 


GROUP 

POOL 

EXP. 

NO. 

NUMBER OF SIGNALS 

COBBESPONDING DNA CONTENT 

G0/1 S 

G2 

2 x G0/1 

• GT.2 x G0/1 

TOTAL 

1-GR 

8 

1 

10004 

660 

602 

560 

141 

11967 (a) 



2 

5363 

449 

290 

438 

98 

6638 



3 

13518 

882 

591 

700 

132 

15823 


9 

1 

16691 

618 

1069 

777 

88 

19243 



2 

13807 

835 

475 

765 

170 

16052 



3 

12239 

933 

493 

898 

221 

14784 


10 

1 

18670 

539 

1087 

726 

84 

21106 



2 

18500 

854 

740 

1314 

193 

21601 



3 

10831 

410 

407 

550 

73 

12271 

2-GR 

8 

3 

- 

» 

- 

- 

- 

- 


9 

3 

18468 

466 

607 

402 

86 

20029 (b) 


10 

3 

24329 

420 

540 

517 

69 

25875 











BC TABLE 87 (continued) 

NUMBER OF RED FLUORESCENCE SIGNALS FROM MACROPHAGES CORRESPONDING TO VARIOUS DNA CONTENTS, ALL GROUPS 

Remarks: total number of signals analyzed: 50000, unless otherwise noted 
signals in region 1 to 5 (see BC FIGURE ..) 


| (a) 414^6 signals analyzed 

(b) 30105 signals analyzed 

80&&Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



r r 


SUBREPORT 

P 0500/3057 

GDI03 (R) B21 

ws 


* 


GROUP 

POOL 

EXP. 

NO. 

RELATIVE NUMBER OF 

CORRESPONDING DNA 

G0/1 S 

SIGNALS (0/0) 

CONTENT 

G2 

2 x GO/1 

.GT.2 x G0/1 

0-GR 

8 

i 

94.1 

1.6 

2.9 . 

1.2 

0.1 



2 

95.7 

0.9 

i ./i 

1.4 

0.2 



3 

93.7 

1.7 

1 .6 

2.7 

0.3 


9 

i 

94.6 

1.4 

2.4 

1.4 

0.1 



2 

94.9 

1.3 

1.8 

1.8 

0.2 



3 

91.2 

1.8 

1.5 

4.7 

0.7 


10 

1 

93.7 

1.5 

2.7 

2.0 

0.1 



2 

95.2 

1.4 

1.8 

1.3 

0.2 



3 

94.6 

1.5 

1.8 

1.9 

0.2 


BC TABLE 88 

RELATIVE NUMBER OF RED FLUORESCENCE SIGNALS FROM^MACROPHAGES CORRESPONDING TO VARIOUS 
DNA CONTENTS, INDIVIDUAL VALDES 

Remarks: signals in region 1 to 5 (see BC FIGURE ..) 

• TjJCc<?7 


GOtrZZOGZOZ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 




SUBREPORT P 0500/3057 GDI 03 (R) B22 WS 


GROUP 

POOL 

EXP. 

NO. 

RELATIVE NUMBER OF 

CORRESPONDING DNA 

GO/1 S 

SIGNALS (0/0) 

CONTENT 

G2 

2 x G0/1 

.GT.2 x G0/1 

1-GR 

8 

i 

83.6 

5.5 

5.0 

4.7 

1.2 



2 

80.8 

6.8 

4.4 

6.6 

1.5 



3 

85.4 

5.6 

3.7 

4.4 

0.8 


9 

1 

86.7 

3.2 

5.6 

4.0 

0.5 



2 

86.0 

5.2 

3.0 

4.8 

i.i 



3 

82.8 

6.3 

3.3 

6.1 

1.5 


10 

1 

88.5 

2.6 

5.2 

3.4 

0.4 



2 

85.6 

4.0 

3.4 

6.1 

0.9 



3 

88.3 

3.3 

3.3 

4.5 

0.6 

2-GR 

8 

3 

- 

- 

- 

- 

- 


9 

3 

92.2 

2.3 

3.0 

2.0 

0.4 


10 

3 

94.0 

1.6 

2.1 

2.0 

0.3 


BC TABLE 88 (continued) 

RELATIVE NUMBER OF RED FLUORESCENCE SIGNALS FROM MACROPHAGES CORRESPONDING TO VARIOUS 
DNA CONTENTS, INDIVIDUAL VALUES • 

Remarks: signals in region 1 to 5 (see BC FIGURE ..) 

Jf < PiC T/i JC t £ w 

OTt’r'.ZO 6202 

Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


I 



SUBREPORT P 0500/3057 

GDI 03 (R) B23 

ws 



* 


GROUP POOL 

EXP. 

NO. 

NUMBER OF SIGNALS 

CORRESPONDING DNA CONTENT 

GO S 

G2 

2 x G0/1 

.GT.2 x G0/1 

TOTAL 

0-GR 8 

1 

517 

1 

0 

0 

0 

518 


2 

808 

4 

0 

0 

0 

812 


3 

173 

3 

0 

0 

0 

176 (a) 

9 

1 

326 

1 

0 

0 

0 

327 


2 

942 

7 

0 

0 

0 

949 


3 

718 

0 

0 

0 

0 

718 

10 

1 

163 

1 

0 

0 

0 

164 


2 

589 

4 

0 

0 

0 

593 (b) 


3 

672 

6 

0 

1 

0 

679 


BC TABLE 89 __ 

NUMBER OF RED FLUORESCENCE SIGNALS FRCM GRANlujOCjlTES CORRESPONDING TO VARIOUS DNA CONTENTS, 
INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 50000, unless otherwise noted 
signals in region 1 to 5 (see BC FIGURE ..) 


(a) 13602 signals analyzed 

(b) 43900 signals analyzed 


*tt6Z0GZ0Z 


Source: https://www.industrydocumen ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 03 (R) B24 WS 


,y^ 


GROUP 

POOL 

EXP. 

NO. 

NUMBER OF SIGNALS 

CORRESPONDING DNA CONTENT 

GO S 

G2 

2 x G0/1 

.GT.2 x G0/1 

TOTAL 

1-GR 

8 

1 

13927 

6 

6 

2 

0 

13941 (a) 



2 

15039 

25 

2 

4 

1 

15071 



3 

13814 

21 

4 

6 

2 

13847 


9 

i 

10627 

8 

0 

0 

0 

1(^35 



2 

18624 

39 

2 

1 

0 

18666 



3 

19390 

24 

4 

8 

0 

19426 


10 

1 

4380 

0 

0 

1 

0 

4381 



2 

13816 

41 

12 

7 

0 

13876 



3 

8216 

9 

0 

2 

2 

8229 

2-GR 

8 

3 


- 

- 

- 

- 

- 


9 

3 

4397 

23 

0 

1 

0 

4421 (b) 


10 

3 

3101 

25 

0 

2 

0 

3128 











BC TABLE 89 (continued) 

NUMBER OF RED FLUORESCENCE SIGNALS FROM GRANULOCYTES CORRESPONDING TO VARIOUS DNA CONTENTS, 
INDIVIDUAL VALUES 

Remarks: total number of signals analyzed: 50000, unless otherwise noted 
signals in region 1 to 5 (see BC FIGURE ..) 


(a) 41496 signals analyzed 

(b) 30105 signals analyzed 

ZTt^ZO6202 


Source: https://www;industrydocumer 3.ucsf.edu/dpcs/yndJ0000 



SUBREPORT P 0500/3057 GDI 03 (R) B25 WS 


GROUP 

POOL 

EXP* 

NO* 

RELATIVE NUMBER OF 

CORRESPONDING DNA 

GO S 

SIGNALS (0/0) 

CONTENT 

G2 

2 x GO 

.GT.2 x GO 

0-GR 

8 

i 

99.8 

0.2 

0.0 

0.0 

0.0 



2 

99.5 

0*5 

0.0 

0.0 

0.0 



3 

98.3 

1.7 

0.0 

0.0 

0.0 


9 

1 

99.7 

0.3 

0.0 

0.0 

0.0 



2 

99.3 

0.7 

0.0 

0.0 

0.0 



3 

100.0 

0*0 

0.0 

0.0 

0.0 


10 

1 

99.4 

0*6 

0.0 

0.0 

0.0 



2 

99.3 

0.7 

0.0 

0.0 

0.0 



3 

99.0 

0.9 

0.0 

0.1 

0.0 


BC TABLE 90 

RELATIVE NUMBER OF RED FLUORESCENCE SIGNALS FROM GRANULOCYTES CORRESPONDING TO VARIOUS 
DNA CONTENTS, INDIVIDUAL VALUES 

H c c-. / k j : j c? c J'C t t & 


CTt'4206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 

GDI 03 (R) B26 

WS 


• 


GROUP POOL 

EXP. 
NO* 

RELATIVE NUMBER OF SIGNALS 

CORRESPONDING DNA CONTENT 

GO S 

(0/0) 

G2 

2 x GO 

.GT.2 X GO 

1-GR 8 

i 

99.9 

0.0 

0.0 

0.0 

0.0 

2 

99.8 

0.2 

0.0 

0.0 

0.0 


3 

99.8 

0*2 

0.0 

0.0 

0.0 

9 

1 

99.9 

0.1 

0.0 

0.0 

0.0 


2 

99.8 

0.2 

0.0 

0.0 

0.0 


3 

99.8 

0 . 1 

0.0 

0.0 

0*0 

10 

1 

100.0 

0.0 

0.0 

0.0 

0.0 

2 

99.6 

0.3 

0.1 

0.1 

0.0 


3 

99.// 

0.1 

0.0 

0.0 

0.0 

2-GR 8 

3 

- 

- 

- 

- 

- 

9 

3 

99.5 

0.5 

0.0 

0.0 

0.0 

10 

3 

99.1 

0.8 

0.0 

0.1 

0.0 


BC TABLE 90 (continued) 

RELATIVE NUMBER OF RED FLUORESCENCE SIGNALS FROM GRANULOCYTES CORRESPONDING TO VARIOUS 
DNA CONTENTS, INDIVIDUAL VALUES 


t’It'£Z06Z0Z 


Source; https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GDI 03 (R) B27 WS 


/' f N0 A 


GROUP 

POOL 

STATISTICAL PARAMETER 




RELATIVE 

NUMBER OF GRANULOCYTES 




N 

M 

SE 

RSD 




(0/0) 


(0/0) 

0-GR 

8 

3 

99.21 

0.46 

0.8 

* 

9 

3 

99.65 

0.21 

0.4 


10 

3 

99.23 

0.13 

0.2 


8 to 10 

9 

99.36 

0.17 

0.5 

1-GR 

8 

3 

99.82 

0.04 

0.1 


9 

3 

99.83 

0.04 

0.1 


10 

3 

99.80 

0.12 

0.2 


8 to 10 

9 

99.82 

0.04 

0.1 

2-GR 

8 

_ 





9 

1 

99.5 

— 

— 


10 

1 

99.1 

I \ 

— 


9 and 10 

2 

99.30 

— 

BC TABLE 

9 1 





RELATIVE 

NUMBER OF 

GRANULOCYTES 

IN REGION 

CORRESPONDING 

TO GO 


DNA CONTENT, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE ...) 

jo 


Source: https://www.industrydocuments.ucsf.ediiMoc^yiicflOGpp. 


2029027415 




'TvO • 


SUBREPORT P 0500/3057 GDI 03 (R) B28 WS 


GROUP 

POOL 

STATISTICAL PARAMETER 

N M 

(0/0) 

SE 

RSD 

(0/0) 

O-GR 

8 

3 

0.79 

0.46 

100.8 


9 

3 

0.35 

0.21 

106.2 


10 

3 

0.72 

0.08 

19.7 


8 to 10 

9 

0.62 

0.16 

79.1 

1-GR 

8 

3 

0.12 

0.04 

58.3 


9 

3 

0.14 

0.04 

48.7 


10 

3 

0.14 

0.09 

111.0 


8 to 10 

9 

0.1 3 

0.03 

68.9 

2-GR 

8 

— 

_ 

_ 

_ 


9 

1 

0.5 

- 

— 


10 

1 

0.8 

- 

— 


9 and 10 

2 

0.66 




BC TABLE 92 

RELATIVE NUMBER OF GRANULOCYTES IN REGION CORRESPONDING TO S PHASE 
DNA CONTENT, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE ..) 

e JC TyiJO 


Source: https://www.industrydocuments.ucsf.edii/ijbc^fyn^p.Qp' 


2029027416 






SUBREPORT P 0500/3057 GDI 03 (R) B29 WS 


GROUP 

POOL 


STATISTICAL PARAMETER 

N M SE 

(0/0) 

RSD 

(0/0) 

O-GR 

8 


3 

0.00 

O.OCI 



9 


3 

0.00 

0.00 

- 


10 


3 

0.00 

0.00 

- 

* 

8 to 

10 

9 

0.00 

0.00 

- 

1 —GR 

8 


3 

0.03 

0.01 

57.3 


9 


3 

0.01 

0.01 

100.0 


10 


3 

0.03 

0.05 

173.2 


8 to 

10 

9 

0.02 

0.01 

130.8 

2-GR 

8 


— 

— 

— 

— 


9 


1 

0.0 

- 

- 


10 


1 

0.0 

- 

- 


9 and 

10 

2 

0.00 

— 

— 

BC TABLE 

93.1 






RELATIVE 

NUMBER 

OF 

GRANULOCYTES IN 

REGION 

CORRESPONDING 

TO G2 


DNA CONTENT, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE .*) 

JO 


Source: https://www.industrydocuments.ucsf.edu/dbQs/yncJtOOpO 


2029027417 



SUBREPORT P 0500/3057 GDI 03 (R) B30 WS 


GROUP 

POOL 

STATISTICAL PARAMETER 

N M 

(0/0) 

SE 

RSD 

(0/0) 

0-GR 

8 

3 

0.00 

0.00 



9 

3 

0.00 

0.00 

- 


10 

3 

0.05 

0.05 

173.2 

* 

8 to 10 

9 

0.02 

0.02 

300.0 

1 -GR 

8 

3 

0.03 

0.01 

57.3 


9 

3 

0.02 

0.01 

124.9 


10 

3 

0.03 

0.01 

57.7 


8 to 10 

9 

0.02 

0.01 

68.2 

2-GR 

8 

— 

* 

_ 

_ 


9 

1 

0.0 

- 

- 


10 

1 

0.1 

- 

- 


9 and 10 

2 

0.04 

— 

— 


BC TABLE 93.2 

60 . 

RELATIVE NUMBER OF GRANULOCYTES IN REGION CORRESPONDING TO 2 x - GZG 
DNA CONTENT, STATISTICAL PARAMETERS ' 


Remarks: signals in region 

jet J?C do 


(see BC FIGURE ..) 


Source: https://www.industrydocuments.ucsf.edu/clocs : /ynd!0.00D 


2029027418 



SUBREPORT P 0500/3057 GDI 51 (R) A1 WS 


(V^ ' 


GROUP 

POOL 

STATISTICAL PARAMETER 

N M 

(0/0) 

SE 

RSD 

(0/0) 

O-GR 

8 

3 

0.00 

0.00 



9 

3 

0.00 

0.00 

- 


10 

3 

0.00 

0.00 

- 

• 

8 to 10 

9 

0.00 

0.00 

- 

1-GR 

8 

3 

0.01 

0.00 

86.6 


9 

3 

0.00 

0.00 

- 


10 

3 

0.01 

0.01 

173.2 


8 to 1 0 

9 

0.00 

0.00 

163.5 

2-GR 

8 

— 

— 

— 



9 

1 

0.0 

- 

- 


10 

1 

0.0 

- 

- 


9 and 10 

2 

0.00 

— 



BC TABLE 94 

RELATIVE NUMBER OF GRANULOCYTES IN REGION CORRESPONDING TO 
DNA CONTENT, STATISTICAL PARAMETERS 


< 5 > 

. GT. 2 x 0 


Remarks: signals in region (see BC FIGURE ..) 

jcc 3c ta3C£ 30 


Source: https://www.industrydocuments.ucsf.edU/ci6c.s/yncll0G0p 


2029027419 



SUBREPORT P 0500/3057 


GD151 (R) A2 


WS 




P' 


GROUP POOL STATISTICAL PARAMETER 




RELATIVE 

N 

NUMBER OF 

M 

(0/0) 

MACROPHAGES 

SE 

(a) 

RSD 

(0/0) 

Q-GR^ 

8 

3 

94.50 

0.61 

1.1 


9 

3 

93.56 

1.17 

2.2 


10 

3 

94.51 

0.45 

0.8 


8 to 10 

9 

94.19 

0.43 

1.4 

1-GR 

8 

3 

83.27 

1.35 

2.8 


9 

3 

85.1 8 

1.21 

2.5 


10 

3 

87.46 

0.91 

1.8 


8 to 10 

9 

85.30 

0.84 

3.0 

2-GR 

8 

_ 

_ 

— 

, 


9 

1 

92.21 

- 

- 


10 

1 

94.03 


— 


8 to 10 

2 

93.12 

- 

— 


BC TABLE 95 

RELATIVE NUMBER OF MACROPHAGES IN GO, STATISTICAL PARAMETERS 
Remarks: signals in region (see BC FIGURE ..) 

jec 3c TjJte <f<p jc r/c,6/£(= 

(// ojji'y/ 


(a) relative to all macrophages in regions 1 to 5 (see BC FIGURE 


Source: https://www.industrydocuments.ucsf.edU/dbe.s/yncH0p00 


2029027420 



SUBREPORT P 0500/3057 GDI 51 (R) A4 WS 


r 



GROUP 

POOL 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF MACROPHAGES 

N M SE 

(0/0) 

(a) 

RSD 

(0/0) 

0-GR 

8 

3 

2.09 

0,40 

32.9 


9 

3 

1.91 

0.27 

24.4 


10 

3 

2.12 

0.30 

24.8 


8 to 1 0 

9 

2.04 

0.17 

24.6 

1-GR 

8 

3 

4.38 

0.37 

14.7 


9 

3 

3.95 

0.81 

35.6 


10 

3 

3.97 

0.59 

25.9 


8 to 10 

9 

4.10 

0.32 

23.2 

2-GR 

8 

_ 

_ 

— 

— 


9 

i 

3.03 

- 

- 


10 

i 

2.09 

- 

- 


8 to 10 

2 

2.56 



BC TABLE 

97 





RELATIVE 

NUMBER OF 

MACROPHAGES 

IN G2, STATISTICAL PARAMETERS 

Remarks: 

signals in region 

(see BC FIGURE ..) 



Jee //4^UF J)C te/i,£ 






(a) relative to all macrophages in regions 1 to 5 (see BC FIGURE ..) 


Source: https://wwwJndustrydocuments.ucsf.edu/d'd(^/ynidlQ®piO 





SUBREPORT P 0500/3057 GDI 51 (R) A3 WS 




O' 


GROUP 

POOL 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF MACROPHAGES 

N M SE 

(0/0) 

(a) 

RSD 

(0/0) 

0-GR 

8 

3 

1.42 

0.26 

31.4 


9 

3 

1.51 

0.16 

18.3 

* 

10 

3 

1.44 

0.03 

3.9 


8 to 10 

9 

1.46 

0.09 

18.3 

1-GR 

8 

3 

5.95 

0.41 

11.8 


9 

3 

4.91 

0.91 

32.0 


10 

3 

3.28 

0.41- 

21.4 


8 to 10 

9 

4.71 

0.50 

31.6 

2-GR 

8 

— 

_ 

_ 

_ 


9 

i 

2.33 

- 

- 


10 

i 

1.62 

- 

- 


8 to 10 

2 

1.98 

-\ 



BC TABLE 96 

RELATIVE NUMBER OF MACROPHAGES IN S, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE ..) 

sec Sc t/jjlc ■sS’ arid 


(a) relative to all macrophages in regions 1 to 5 (see BC FIGURE . .) 



Source: https://wwwjndustrydocuments.ucsf.edu/dbQs/yniclj00pp 


2029027422 



SUBREPORT P 0500/3057 GD151 (R) A5 WS ^' 


GROUP 

POOL 


STATISTICAL PARAMETER 





RELATIVE 

NUMBER 

OF MACROPHAGES 

(a) 




N 

M 

SE 

RSD 





(0/0) 


(0/0) 

0-GR 

8 


3 

1.77 

0.45 

44.2 


9 


3 

2.66 

1.04 

67.8 

■* 

10 


3 

1.75 

0.21 

20.3 


8 to 

10 

9 

2.06 

0.36 

53.2 

1-GR 

8 


3 

5.23 

0.69 

22.8 


9 


3 

4.96 

0.59 

20.7 


10 


3 

4.67 

0.77 

28.5 


8 to 

1 0 

9 

4.95 

0.35 

21. $L 

2-GR 

8 


— 

— 

_ 

\ 


9 


1 

2.01 

- 

— 


10 


1 

2.00 

- 

- 


8 to 

10 

2 

2.01 

- \ 

— 

BC TABLE 

98 






RELATIVE 

NUMBER 

OF 

MACROPHAGES IN 

REGION 

CORRESPONDING 

TO 2 x GO 


DNA CONTENT, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE ..) 

j e C J C ~T/JjCS // C F/C>6( 7?£ 

l f/(PJ3S^/J 


(a) relative to all macrophages in regions 1 to 5 (see BC FIGURE ..) 


Source: https://www.industrydocuments.ucsf.ed0f|f6e^yi1dlpOOP: 


2029027423 






SUBREPORT P 0500/3057 GDI 51 (R) A6 WS 


f\^ 


& 


GROUP 

POOL 


STATISTICAL PARAMETER 





RELATIVE 

NUMBER 

OF MACROPHAGES 

(a) 




N 

M 

SE 

RSD 





(0/0) 


(0/0) 

0-GR 

8 


3 

0.21 

0.06 

52.3 


9 


3 

0.36 

0.18 

86.4 


10 


3 

0.17 

0.02 

18.5 


8 to 

1 0 

9 

0.25 

0.06 

75.4 

1-GR 

8 


3 

1.16 

0.19 

28.0 


9 


3 

1.00 

0.30 

51.6 


10 


3 

0.63 

0.14 

39.4 


8 to 

1 0 

9 

0.93 

0.14 

43.7 

2-GR 

8 


— 


— 



9 


1 

0.43 

- 

- 


10 


1 

0.27 


- 


8 to 

10 

2 

0.35 

— 

— 

BC TABLE 

99 






RELATIVE 

NUMBER 

OF 

MACROPHAGES IN 

REGION 

CORRESPONDING 

TO .GT.2 x 


DNA CONTENT, STATISTICAL PARAMETERS 

Remarks: signals in region (see BC FIGURE *.) 

[//0S3s~'/f 


(a) relative to all macrophages in regions 1 to 5 (see BC FIGURE ..) 


Source: https://wwwJndustryclocuments.ucsted4^0Qs/ync!jOfiOP 


2029027424 



SUBREPORT P 0500/3057 GDI 51 (R) A7 WS 


akP • 


GROUP 

EXPERIMENT 

RELATIVE 

NUMBER OF 

MACROPHAGES 


NO, 

POOL 





8 

9 

10 

0-GR 

i 

1.44 

1.16 

1.20 


2 

0.98 

- 

1.51 


3 

2.23 

0.69 

1.19 

1-GR 

1 

5.02 

5.51 

6.34 


2 

4.18 

- 

5.20 


3 

5.94 

7.57 

2.28 

2-GR 

3 

2.94 

3.13 

2.37 


BC TABLE 100 


RELATIVE NUMBER OF MULTINUCLEATED MACROPHAGES, iRESUSPENSION 
MEDIUM, CYTOCENTRIFUGE PREPARATION, WEIGHTED MEAN, POOL 8 TO 10 


Remarks: microscope counting 

<9 teot dec c<5*-o ^ 

0 / fo-iG, c < f (fee jc Pyf CoS V'/fJf e^c^/Pa ie*-? £ Co 

i {o //C? OtSeoC -f &*- cvo' o c y C oj’/ij ctt^t C[’ j j ccy 


3: ? 



Sa&.sfofJ 


Source: https://www.industrydocuments.ucsf.edu/dpcs/yndlO0pO 


2029027425 



SUBREPORT P 0500/3057 GDI 51 (R) A 8 WS 




GROUP 

POOL 

FORWARD 

N 

SCATTER SIGNALS 

MEAN 

(CH. NO.) 

CV 

( 0 / 0 ) 

MEAN REL. TO 
0-GR (0/0) (a) 

0-GR 

i 

32828 

463.4 

19.2 

100 


2 

17953 

459.4 

18.3 

100 


3 

1 9431 

449.9 

20.9 

100 


4 

22050 

440.9 

15.9 

1 00 


5 

21909 

439.7 

18.7 

100 


6 

15534 

450.7 

15.6 

100 


7 

15639 

449. 1 

15.2 

100 

1-GR 

1 

11278 

441.6 

20.3 

95.3 


2 

1 5844 

463.1 

18.9 

100.8 


3 

7343 

433.8 

20.4 

96.4 


4 

14395 

425.2 

18.0 

96.4 


5 

6826 

444.7 

18.7 

101.1 


6 

23795 

452.5 

16.6 

100.4 


7 

20408 

465.8 

16.9 

i 

103.7 

2-GR 

1 

1 3292 

468.5 

'{ 

24.5 

101.1 


2 

1 8338 

490.8 

23.2 

106.8 


3 

16382 

475.7 

24.5 

1 05.7 


4 

14832 

464.7 

23.2 

1 05.4 


5 

18173 

511.3 

24.1 

116.3 


6 

12743 

465.0 

24.3 

103.2 


7 

12765 

463.9 

23.2 

, 03.3 


BC TABLE 101 

FORWARD SCATTER SIGNALS FROM MACROPHAGES, VIABILITY AND ESTERASE 
ASSAY, EXPERIMENT 3, INDIVIDUAL VALUES 

Remarks: viable macrophages only (see ^ 

total number of signals analyzed:?' 

.LE.0.2 0/0 of macrophage signals out of range 


(a) corresponding pool 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027426 



SUBREPORT P 0500/3057 


GD151 (R) A9 WS 


s 

0 


GROUP MEAN FORWARD SCATTER 


POOL 



1 AND 2 


3 AND 4 


5, 6 AND 7 



ABS. 

(CH. NO.) 

REL. (a) 

(0/0) 

ABS. 

(CH. NO. ) 

REL. (a) 

(0/0) 

ABS. 

(CH. NO.) 

REL. 

(0/0) 

0 -GR 

461.7 

1 00 

442.3 

100 

448.1 

100 

1-GR 

455.6 

98.7 

427.5 

96.7 

460.3 

102.7 

2-GR 

482.6 

104.5 

468.0 

105.8 

469.4 

104.8 


BC TABLE 102 

FORWARD SCATTER OF MACROPHAGES, VIABILITY AND ESTERASE ASSAY, EXPERIMENT 3, WEIGHTED 
MEAN OF POOLS 

Remarks: mean weighted according to number of macrophages/pool /(s ee- BC TABLE ..), 6~ra£j / 
equivalent to combined respective pools 
no data from experiment 2 due to laser failure 

j<n 3c /fas r ,u. a, - 

Lf**— 


ro-boboie. 


(a) to 0-GR 


^^zoszoz 

' Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 51 (R) A10 WS 


GROUP STATISTICAL PARAMETER 

MEAN FORWARD SCATTER 



ABSOLUTE 

M 

(CH. NO. 

SE 

) 

RSD 

(0/0) 

RELATIVE 

M 

(0/0) 

TO 0-GR 

SE 

RSD 

(0/0) 

0-GR 

450.7 

5.8 

2*22 

100 

- 

- 

1-GR 

447.8 

10.2 

3.96 

99.4 

1.8 

3.11 

2-GR 

473.4 

4.7 

1.70 

1 05.0 

0.4 

0.66 


BC TABLE 103 

FORWARD SCATTER OF MACROPHAGES, VIABILITY AND ESTERASE ASSAY, EXPERIMENT 3, 
STATISTICAL PARAMETERS 

Remarks: N = 3, statistical parameters for weighted mean of pools (see BC TABLE yf<zz) 


82 fc £206202 


Source: https:/ ndustrydocumentg.ucsf.edu/docs/yndlOOOO 



SUBREPORT P 0500/3057 GDI51 (R) All 


\N P 


GROUP 

POOL 

EXP. 

NO. 

FORWARD 

N 

SCATTER SIGNALS 

MEAN (a) 

CV (0/0) 

MEAN REL. TO 0-GR 
(0/0) (b) 

0-GR 

8 

1 (C) 

9600 

.GT.19.3 

- (d) 




2 

5540 

14.8 

21 *0 

— 



3 (e) 

- 

- 

- 

- 


9 

1 

6411 

14.0 

- (d) 

100 



2 

4164 

12.7 

17.4 

100 



3 (e) 

- 

- 

- 

- 


10 

1 

9628 

13.0 

13.6 

100 



2 

6385 

12.2 

16.1 

100 



3 (e) 

“** 

“ 

“ 

- 

1-GR 

8 

1 

2 

o 

— 

- 

— 



9 

•J 

1 

6723 

15^4 <9 

- (d) 

107.2 



2 

2974 

13.2 

(18.8 

103.9 



3 (e) 

- 

- 

'L 

- 


10 

1 

6494 

14.5 

- (d) 

111.7 



2 

4418 

13.2 

17.0 

107.7 



3 (e) 


— 

“ 

— 

2-GR 

8 

3 (e) 

- 


- 

- 


9 

3 (e) 

- 

- 




10 

3 (e) 




- 


BC TABLE 104 

FORWARD SCATTER SIGNALS FROM MACROPHAGES, PHAGOCYTOSIS ASSAY 

Remarks: sample taken at time = 0 of incubation 

macrophages associated with latex beads (mean: 12.9 0/0, RSD: 47.5 0/0) 

excluded from evaluation 

total number of signals analyzed: 80000 


(a) normalized to standard latex beads 

(b) corresponding pool, same experiment 

(c) atypical FWD distribution, 50.9 0/0 of signals out of range 

(d) not meaningful, .GT.1 0/0 of signals out of range 

(e) data not evaluated, poor instrument alignment for this parameter 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027429 



SUBREPORT P 0500/3057 GDI 51 (R) A12 



GROUP 

POOL 

AXIAL LIGHT LOSS SIGNALS 

N MEAN CV (0/0) 

(CH. NO.) 

MEAN REL. TO 0-GR 
(0/0) (a) 

0-GR 

i 

32828 

325.6 

11.9 

100 


2 

17953 

333.3 

10.8 

1 00 


3 

1 9431 

3 28.6 

11.9 

100 


4 

22050 

327.9 

11.0 

100 


5 

21909 

329.4 

10.8 

1 00 


6 

15534 

323.9 

9.5 

100 


7 

15639 

324.3 

9.5 

100 

1-GR 

1 

11 278 

419.6 

22.0 

128.9 


2 

15844 

406.7 

20.7 

122.0 


3 

7343 

413.5 

22.4 

125.8 


4 

14395 

390.1 

19.7 

119.0 


5 

6826 

407.6 

22.0 

123.7 


6 

23795 

389.7 

20.4 

120.3 


7 

20408 

388.5 

19.8 

1 19.8 

2-GR 

1 

13292 

356.2 

15.4 : 

1 109.4 


2 

18338 

354.9 

15.0 

106.5 


3 

16382 

341.9 

15.3 

104.1 


4 

14832 

338.8 

13.6 

103.3 


5 

181 73 

369.9 

16.9 

112.3 


6 

12743 

345.1 

15.5 

106.6 


7 

1 2765 

342.7 

14.9 

105.7 


BC TABLE 105 

AXIAL LIGHT LOSS SIGNALS FROM MACROPHAGES, VIABILITY AND 
ESTERASE ASSAY, EXPERIMENT 3, INDIVIDUAL VALUES 

Remarks: viable macrophages only (see 

total number of signals analyzed: 19400 to 67400 
.LE.2 macrophage signals out of range 


(a) corresponding pool 


Source: https://wwwJndustrydocuments.ucsf.edu/do; s/yndlOOOO 


2029027430 



SUBREPORT P 0500/3057 GDI 51 (R) A13 WS 


/ ^0°' 


GROUP 

EXP. 

WEIGHTED 

MEAN AXIAL 

LIGHT LOSS 





NO. 

POOL 








1 AND 2 


3 AND 4 


5, 6 AND 7 




ABS. 

REL. (a) 

ABS. 

REL. (a) 

ABS. 

REL. (a) 



(CH. NO.) 

(0/0) 

(CH. NO. 

) (0/0) 

(CH. NO.) 

(0/0) 

0-GR 

1 (b) 

_ 


— 

_ 

— 

— 


3 

328.8 

100 . 

328.0 

100 

325.0 

100 

1-GR 

1 (b) 

— 

— 

- 

- 

- 

- 


3 

411.2 

125.1 

396.4 

120.9 

391.0 

120.3 

2-GR 

3 

355.4 

108.1 

339.7 

103.6 

346.4 

1 06.6 

BC TABLE 106 







AXIAL 

LIGHT LOSS 

OP VIABLE MACROPHAGES, 

WEIGHTED MEAN OP 

POOL 1 AND 2, 

3 AND 4 AND 



5, 6 AND 7 


Remarks: mean weighted according to number of macrophages/pool / (ggg - B G—T ABLE .. ) > i 

. • . _ 1 l „ U. ,* J ^ 4 n / / 


equivalent to combined respective pools 
no data from experiment 2 due to laser failure 

J*t3c T/3ce sfOtr 


c.y6o*+-+*?:e/- 


Qx 


fe -6 ✓/<?./ / 


(a) to 0-GR 

(b) not calculated, excessive number of signals out of range (see BC TABLE 


TEW.ZQ6Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 51 (R) A14 WS 


A 


GROUP 

STATISTICAL 

PARAMETER 






MEAN AXIAL 

LIGHT LOSS 






ABSOLUTE 



RELATIVE TO 

0-GR 



M 

SE 

RSD 

M 

SE 

RSD 


(CH. NO.) 


(0/0) 

(0/0) 


(0/0) 

0-GR 

327.3 

1.2 

0.61 

100 

- 

» 

1-GR 

399.5 

6.0 

2.62 

122 . 1 

1 .5 

2.13 

2-GR 

347.2 

4.5 

2.26 

106.1 

1 .3 

2. 1 7 


BC TABLE 107 

AXIAL LIGHT LOSS OF MACROPHAGES, VIABILITY AND ESTERASE ASSAY, EXPERIMENT 3, 
STATISTICAL PARAMETERS 

Remarks: N = 3, statistical parameters for weighted mean of pools (see BC TABLE y/Oi') 


ZEW.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 51 (R) A15 WS 




GROUP 

POOL 

EXP. 

NO. 

AXIAL 

N 

LIGHT LOSS SIGNALS 

MEAN (a) CV (0/0) 

MEAN REL. TO 0-GR 
(0/0) (b) 

0-GR 

8 

1 

9600 

15.0 

- (c) 




2 

3 

5540 

14.2 

12.9 



9 

1 

6411 

14.9 

13.1 

100 



2 

3 

4164 

13.3 

11.2 

100 


10 

1 

9628 

14.8 

12.8 

100 



2 

6385 

13.1 

11.5 

100 



3 

8534 

10.2 

10.6 

100 

1-GR 

8 

1 

2 

•3 

- 

- 


— 


9 

J 

1 

6723 

.GT.18.2 (d) 

- (c) 

.GT. 122.8 



2 

2974 

16.3 

. 19.5 

123.2 



3 

4995 

12.9 

22.7 

- 


10 

1 

6494 

.GT.18.0 (e) 

“ (c) 

.GT.122.2 



2 

4418 

16.4 

- (c) 

125.2 



3 

7817 

12.7 

21.8 

124.0 

2-GR 

8 

3 

- 

- 

- 

- 


9 

3 

6169 

10.8 

15.4 

- 


10 

3 

7886 

11.1 

17.0 

108.8 


BC TABLE 108 

AXIAL LIGHT IOSS SIGNALS FROM MACROPHAGES, PHAGOCYTOSIS ASSAY 

Remarks: sample taken at time = 0 of incubation 

macrophages associated with latex beads (mean: 12.9 0/0, RSD: 47.5 0/0) 

excluded from evaluation 

total number of signals analyzed: 80000 


(a) normalized to standard latex beads 

(b) corresponding pool, same experiment 

(c) not meaningful, .GT.1 0/0 of signals out of range 

(d) 10 0/0 of signals out of range but included in calculation of mean 

(e) 7.5 0/0 of signals out of range but included in calculation of mean 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027433 



SUBREPORT P 0500/3057 GDI 51 (R) A16 WS 


GROUP EXP. WEIGHTED MEAN AXIAL LIGHT LOSS 

NO. 

POOL 





8 

ABS. 

(CH. NO.) 

REL. (a) 

(0/0) 

9 

ABS. 

(CH. NO.) 

REL. (a) 

(0/0) 

10 

ABS. 

(CH. NO.) 

REL. 

(0/0) 

0-GR 

1 

(b) 

__ 

_ 

_ 

_ 

_ 

_ 


3 


331.0 

100 

328.1 

100 

325.4 

100 

1 —GR 

1 

(b) 

~ 

— 

— 

— 

— 

— 


3 


410.6 

124.0 

397.1 

121.0 

393.2 

1 20.8 

2-GR 

3 


355.3 

107.3 

339.7 

103.5 

349.5 

107.4 


BC TABLE 109 


AXIAL LIGHT LOSS 


OF VIABLE MACROPHAGES, 


WEIGHTED MEAN, 


POOL 8 TO 10 


Remarks: mean weighted according to composition 3 : 7 of macrophages (see ), 

equivalent to pools used for phagocytosis assay 

see J$C € 


(a) to 0-GR 

(b) not calculated, excessive number of signals out of range (see BC TABLE 


b£Vi,Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 51 (R) A17 WS 




GROUP POOL EXP. 

NO. 


NUMBER OF RIGHT ANGLE SCATTER SIGNALS 

TOTAL .GE.14 x STANDARD (a) OUT OF RANGE 


ABSOLUTE REL. TO TOTAL 
( 0 / 0 ) 


ABSOLUTE REL. TO TOTAL 
( 0 / 0 ) 


0-GR 8 

1 

9216 

5480 

59.5 

1610 

17.5 


2 

5464 

1676 

30.7 

231 

4.2 


3 

“ 



~ 

— 

9 

i 

6233 

1314 

21.1 

362 

5.8 


2 

4164 

580 

13.9 

85 

2.0 


3 

- 

— 

— 

— 

— 

10 

1 

9628 

2225 

23.1 

594 

6.2 


2 

6385 

1064 

16.7 

143 

2.2 


3 

8534 

1551 

18.2 

169 

2.0 

1-GR 8 

1 

_ 



— 

— 


2 

- 




— 


3 

- 

“ 

“ 


“ 

9 

1 

6723 

4892 

72.8 

3337 

49.6 


2 

2974 

1993 

67.0 

648 

21.8 


3 

4995 

3465 

69.4 

1207 

24.2 

10 

1 

6494 

4634 

71.4 

2894 

44.6 


2 

4418 

2970 

67.2 

930 

21.1 


3 

7817 

5051 

64.6 

1529 

19.6 

2-GR 8 

3 

- 

- 

- 

- 

- 

9 

3 

6169 

2664 

43.2 

340 

5.5 

10 

3 

7886 

3905 

49.5 

614 

7.8 

BC TABLE 110 

NUMBER OF RIGHT ANGLE 

SCATTER SIGNALS 

FROM MACROPHAGES, 

PHAGOCYTOSIS ASSAY 


Remarks: sample taken at time = 0 of incubation, macrophages associated with latex 
beads (mean: 12.9 0/0, RSD: 47.5 0/0) excluded from evaluation 


(a) standard latex beads 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027435 



SUBREPORT P 0500/3057 GDI 51 (R) A18 WS 


'V-T- • 


GROUP POOL STATISTICAL PARAMETER 

RELATIVE NUMBER OF RAS SIGNALS 




N M SE RSD 

( 0 / 0 ) ( 0 / 0 ) 


0-GR 8 

9 

10 

1- GR 8 

9 

10 

2- GR 8 

9 

10 


J 

BC TABLE 111 

RELATIVE NUMBER OF RIGHT ANGLE SCATTER SIGNALS FROM MACROPHAGES 
.GT.14 x STANDARD, PHAGOCYTOSIS ASSAY, STATISTICAL PARAMETERS 

Remarks: see BC TABLE-4C 0 and BC FIGURE .. 


1 (a) 

30.7 

- 

- 

2 

17.5 

- 

- 

3 

19.3 

1.9 

17.31 

3 

69.7 

1.7 

4.18 

3 

67.7 

2.0 

5.07 

1 

43.2 

: 

— 

1 

49.5 

- 

- 



(a) value from experiment 1 not used for calculation of mean (see 


Source: https://wwwjndustrydocuments.ucsf.eduydo.cs/yndl0000 


2029027436 



( 


SUBREPORT P 0500/3057 GDI 51 (R) A19 


WS 


GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OF 

MACROPHAGES 

POOL 

8 9 

CELLS (0/0) 

10 

GRANULOCYTES 

POOL 

8 9 

10 

0-GR 

1 

99.9 

99.3 

100.0 

0.1 

0.7 

0.0 


2 

100.0 

99.5 

96.7 

0.0 

0.5 

3.3 


3 

99.5 

99.7 

99.2 

0.5 

0.3 

0.8 

1-GR 

1 

62.3 

56.1 

85.9 

37.7 

43.9 

14.1 


2 

46.0 

- 

61.3 

54.0 

- 

38.7 


3 

50.7 

54.4 

62.4 

49.3 

45.6 

37.6 

2-GR 

3 

92.3 

84.2 

92.3 

7.7 

15.8 

7.7 


BC TABLE 112 

RELATIVE NUMBER OF MACROPHAGES AND GRANULOCYTES IN RESUSPENSION MEDIUM, WEIGHTED MEAN, 
POOL 8 TO 10 


Remarks: microscope counting, cytocentrifuge preparation 

pool 8 to 10 calculated according to the composition 3 ; 
(see 3C 'Pjc.g q-j) 

.sum of macrophages and granulocytes taken to be 100 0/0 

£Efr4206202 

L F d' . £ !033& f HO&Sfi, VOJZJS, 


7 of macrophages 




Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


SUBREPORT P 0500/3057 GDI 51 (R) A20 WS 




GROUP POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES. 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

0-GR 1 

1 (b) 

- 

- 

- 


- 

» 


3 

36268 

96.7 

1224 


3.3 

37492 



35404 

95.6 

1634 


4.4 

37038 



36323 

96.9 

1146 


3.1 

37469 

2 

1 (b) 

- 

- 

- 


- 

- 

* 

3 

19874 

98.9 

218 


1.1 

20092 



19571 

99.1 

174 


0.9 

19745 



19787 

98.5 

294 


1.5 

20081 

3 

1 

6525 

87.7 

913 


12.3 

7438 



6588 

88.2 

882 


11.8 

7470 


3 

20103 

90.5 

2121 


9.5 

22224 



20283 

91.7 

1830 


8.3 

22113 



20066 

89.6 

2323 


10.4 

22389 

4 

1 

13903 

96.5 

505 


3.5 

14408 



13832 

96.7 

466 


3.3 

14298 


3 

23408 

99.3 

171 


0.7 

23579 



23152 

99.4 

134 


0.6 

23286 



23390 

99.2 

178 


0.8 

23568 

5 

1 

2858 

90.2 

312 


9.8 

3170 



2816 

90.7 

289 


9.3 

3105 


3 

22728 

86.8 

3446 


13.2 

26174 



22423 

87.0 

3363 


13.0 

25786 



22721 

86.9 

3422 


13.1 

26143 

6 

1 

11000 

98.6 

137 


1.4 

11157 , 



10958 

98.5 

102 


1.5 

11120 / 


3 

16876 

98.8 

210 


1.2 

17086 



16758 

98.4 

271 


1.6 

17029 



16944 

99.0 

179 


1.0 

17123 


BC TABLE 113 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM EYJD VERSUS AXL, VIABILITY AND 
ESTERASE ASSAY, INDIVIDUAL VALUES 

Remarks: values from 2 to 3 evaluations of data from 1 FCM determination 
total counts: . to. 


(§] It^picaT a FWD P v!?lus a AXL g §istriSitfon (see BC FIGURE , evaluation not possible 


Source: https://www.industrydocuments.ucsf.edu/clocs/yndiOOOO 


2029027438 





SUBREPORT P 0500/3057 GDI 51 (R) A21 WS 


qvP ' 


GROUP POOL EXP. 

NUMBER OF CELLS 



NO. 

MACROPHAGES 

GRANULOCYTES 

TOTAL (a) 


ABSOLUTE REL. TO TOTAL 

ABSOLUTE REL. TO TOTAL 



(0/0) 

(0/0) 



7 

1 

4280 

97.7 

103 

2.3 

4383 



429 ^ 

16803 

97.8 

96 

2.2 

4388 


3 

99.2 

133 

0.8 

16936 



16767 

99.3 

121 

0.7 

16888 



16751 

99.0 

169 

1.0 

16920 

1 

1 

2044 

25.9 

5847 

74.1 

7891 



1883 

25.5 

5494 

74.5 

7377 


3 

13162 

39.7 

20018 

60.3 

33180 



12909 

40.8 

18731 

59.2 

31640 



13324 

40.4 

19641 

59.6 

32965 

2 

1 

8574 

69.0 

3858 

31.0 

12432 



7749 

68.3 

3603 

31.7 

11352 


3 

17296 

76.3 

5375 

23.7 
, ! i 22.3 

22671 



17431 

77.7 

4996 

22427 



17304 

75.7 

5560 

24.3 

22864 

3 

1 

3244 

35.4 

5913 

64.6 

9157 



3132 

36.0 

5580 

64.0 

8712 


3 

7873 

26.5 

21887 

73.5 

29760 



7728 

25.7 

22290 

74.3 

30018 



7800 

25.8 

22484 

74.2 

30284 

4 

1 

15095 

69.0 

6787 

31.0 

21882 



14626 

69.1 

6550 

30.9 

21176 


3 

15687 

59.6 

10646 

40.4 

26333 



15501 

59.1 

10710 

40.9 

26211 



15715 

59.4 

10735 

40.6 

26450 

5 

1 

1156 

29.5 

2769 

70.5 

3925 



1186 

30.4 

2718 

69.6 

3904 


BC TABLE 113 (continued) 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM FWD VERSUS AXL, VIABILITY AND 
ESTERASE ASSAY, INDIVIDUAL VALUES 

Remarks: values from 2 to 3 evaluations of data from 1 FCM determination 
total counts: . to. 


(a) sum of macrophages and granulocytes 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027439 





SUBREPORT P 0500/3057 GDI51 (R) A22 WS 



GROUP 

POOL 

EXP. 

ND. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES 

ABSOLUTE ,REL. TO TOTAL 

(0/0) 

TOTAL (a) 

1-GR 

5 

3 

7608 

22.9 

25676 

77.1 

33284 




7400 

22.5 

25485 

77.5 

32885 




7755 

22.8 

26213 

77.2 

33968 


6 

1 

14769 

71.7 

5815 

■ 28.3 

20584 




14947 

72.6 

5655 

27.4 

20602 

* 


3 

25236 

56.9 

19080 

43.1 

44316 




25123 

57.4 

18674 

42.6 

43797 




25207 

56.5 

19380 

43.5 

44587 


7 

1 

21024 

88.3 

2792 

11.7 

23816 




21010 

89.3 

2505 

10.7 

23515 



3 

22067 

76.7 

6708 

23.3 

28775 




21913 

77.2 

6465 

22.8 

28378 




22366 

77.3 

6551 

22.7 

28917 

2-GR 

1 

3 

14342 

89.2 

1733 

10.8 

16075 




14284 

89.8 

1629 

10.2 

15913 




14408 

88.9 

1799 

11.1 

16207 


2 

3 

19993 

95.4 

957 

4.6 

20950 




19994 

95.9 

859 

4.1 

20853 




19913 

95.2 

995 

4.8 

20908 


3 

3 

18776 

69.8 

8138 

30.2 

26914 




18105 

69.9 

7796 

30.1 

25901 




18621 

69.5 

8173 

30.5 

26794 


4 

3 

17192 

92.3 

1430 

7.7 

18622 




17405 

93.1 

1292 

6.9 

18697 




17314 

91.6 

1593 

8.4 

18907 


5 

3 

21471 

78.4 

5925 

21.6 

27396 




21590 

80.2 

5326 

19.8 

26916 




22129 

78.3 

6116 

21.7 

28245 


BC TABLE 113 (continued) 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM FWD VERSUS AXL VIABILITY AND 
ESTERASE ASSAY, INDIVIDUAL VALUES 

Remarks: values from 2 to 3 evaluations of data from 1 FCM determination 
total counts: . to.. 


(a) sum of macrophages and granulocytes 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 








SUBREPORT P 0500/3057 GDI 51 (R) A23 WS 


GROUP POOL EXP. NUMBER OF CELLS 
NO. 

MACROPHAGES GRANULOCYTES TOTAL (a) 




ABSOLUTE 

REL. TO TOTAL 

(0/0) 

ABSOLUTE REL. TO TOTAL 

(0/0) 


6 

3 

14342 

90.3 

1535 

9.7 

15877 



14328 

91.3 

1370 

8.7 

15698 



14630 

90.1 

1610 

9.9 

16240 

7 

3 

14913 

94.3 

899 

5.7 

15812 



15050 

94.6 

853 

5.4 

15903 



15044 

93.7 

1013 

6.3 

16057 


BC TABLE 113 (continued) 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM EVID VERSUS 
ESTERASE ASSAY, INDIVIDUAL VALUES 

\ 

Remarks: values from 2 to 3 evaluations of data from 1 FCM determination 
total counts: . to. 


AXL,VIABILITY AND 


(a) sum of macrophages and granulocytes 



Source: https://www.industrydocuments.ucsf.edu/docs/ynGll.0000 


2029027441 





SUBREPORT P 0500/3057 GDI51 (R) A24 MS 


GROUP 

POOL EXP. 
NO. 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF CELLS 

MACROPHAGES 

M SE RSD 

(0/0) (0/0) 

GRANULOCYTES 

M SE 

(0/0) 

RSD 

(0/0) 

0-GR 

1 

1 

_ 

_ 

_ 






3 

96.4 

0.4 

0.8 

3.6 

0.4 

20.4 


2 

1 

3 

98.9 

0.2 

0.3 

1.1 

0.2 

25.7 


3 

1 

88.0 

— 


12.0 


— 



3 

90.6 

0.6 

1.2 

9.4 

0.6 

11.2 


4 

1 

96.6 

— 

— 

3.4 


— 



3 

99.3 

0.1 

0.1 

0.7 

0.1 

14.0 


5 

1 

90.4 

_ 

_ 

9.6 

... 

_ 



3 

86.9 

0.0 

0.1 

13.1 

0.0 

0.5 


6 

1 

98.6 

— 

— 

1.4 

— 

_ 



3 

98.7 

0.2 

0.3 

1.3 

0.2 

21.3 


7 

1 

97.7 

_ 

_ 

2.3 ; 

i - 

— 



3 

99.2 

0.1 

0.1 

0.8 

0.1 

17.4 

1-GR 

1 

1 

25.7 



74.3 

_ 




3 

40.3 

0.3 

1.4 

59,7 

0.3 

1.0 


2 

1 

68.6 


— 

31.4 

— 

— 



3 

76.6 

0.6 

1.4 

23.4 

0,6 

4.5 


3 

1 

35.7 

— 

— 

64.3 


— 



3 

26.0 

0.2 

1.6 

74.0 

0.2 

0.5 


4 

1 

69.0 

— 

— 

31.0 

— 

— 



3 

59.4 

0.1 

0.4 

40.6 

0.1 

0.5 


5 

1 

29.9 

— 

— 

70.1 

— 

— 



3 

22.7 

0.1 

0.9 

77.3 

0.1 

0.3 


6 

1 

72.2 



27.9 

— 

— 



3 

56.9 

0.2 

' 0.7 

43.1 

0.2 

1.0 


BC TABLE 114 

RELATIVE NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM FWD VERSUS 
AXL, VIABILITY AND ESTERASE ASSAY, STATISTICAL PARAMETERS FOR MULTIPLE 
EVALUATION 

Remarks: statistical parameters for N = 3 (see BC TABLE 443 ) 

//036SV 


Source: https://wwwjndus,tryd6curne.rit$ i ucs.f.edu/dQcs/yndio6oo 


2029027442 


SUBREPORT P 0500/3057 GDI 51 (R) A25 WS 




GROUP 

POOL EXP. 
NO. 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF CELLS 

MACROPHAGES 

M SE RSD 

(0/0) (0/0) 

GR^LOCYTES 

M SE 

(0/0) 

RSD 

(0/0) 

1-GR 

7 

1 

88.8 

_ 


11.2 





3 

77.1 

0.2 

0.5 

22.9 

0.2 

1.5 

2-GR 

1 

3 

89.3 

0.3 

0.5 

10.7 

0.3 

4.1 


2 

3 

95.5 

0.2 

0.3 

4.5 

0.2 

7.3 


3 

3 

69.7 

0.1 

0.3 

30.3 

0.1 

0.7 


4 

3 

92.3 

0.4 

0.8 

7.7 

0.4 

9.9 


5 

3 

79.0 

0.6 

1.4 

21.0 

0.6 

5.1 


6 

3 

90.6 

0.4 

0.7 

9.4 

0.4 

6.6 


7 

3 

94.2 

0.3 

0.5 

5.8 j 

0.3 

j 

8.3 


BC TABLE 114 (continued) 

RELATIVE NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM FWD VERSUS 
AXL, VIABILITY AND ESTERASE ASSAY, STATISTICAL PARAMETERS EOR MULTIPIE 
EVALUATION 

Remarks: statistical parameters for N = 3 (see BC TABLE 3 ) 



Source: https://www.industrydpGuments.ucsf.edu/cJocs/yndJOOpO 


2029027443 



SUBREPORT P 0500/3057 GDI 51 (R) A26 WS 


GROUP 

EXP* 

NO. 

WEIGHTED 

POOL 

1 AND 2 

MEAN RELATIVE NUMBER OF 

3 AND 4 

GRANULOCYTES 

5, 6 AND 7 

8 

9 

10 

0-GR 

i 


6.6 

5.1 

— 

6.2 

2.0 


3 

2.6 

2. 1 

3.2 

1.9 

3.5 

1.0 

1-GR 

1 

54.7 

A&rVW.O 

34.2 

54.3 

46. 1 

16.9 


3 

41.6 

56-rQ-JX? 

43.2 

39.7 

57.2 

30.3 

2-GR 

3 

7. 1 

15.9 

8.8 

6.4 

15.9 

6.9 


BC TABLE 115 


RELATIVE NUMBER OF GRANULOCYTES DETERMINED FROM FWD VERSUS AXL, VIABILITY AND ESTERASE ASSAY, 
WEIGHTED MEAN OF POOLS 


Remarks: pool 1 to 7 weighted according to number^ of 

-f a - ee-BG— TABLE- - ) , equivalent to combined respective pools 




, lab* J02 


pool 8 to 10 weighted according to composition 3 : 7 of macrophages 
equivalent to pool 8 to 10 used for phagocytosis and DNA assay 


pool/6 
(see 3 C 7^4(nc y-V) r 


1 ^^/ 0336^1 

l - v 


t’Wd.ZOfiZOZ 


Source: https://www.il istrydocuments.ucsf.edu/docs/yndl0000 



SUBREPORT P 0500/3057 GDI 51 (R) A27 WS 


GROUP 

EXP. 

NO. 

WEIGHTED 

POOL 

1 AND 2 

MEAN RELATIVE 

3 AND 

NUMBER OF 

4 

MACROPHAGES 

5, 6 AND 7 

8 

9 

10 

0-GR 

1 

— 

93.4 


94.9 

— 

93.8 

98.0 


3 

97.4 

97.9 


96.8 

98.1 

96.5 

99.0 

1-GR 

1 

45.3 

51 .yo 


65.8 

45.7 

53.9 

83. 1 


3 

58.4 

4 A.pA 


56.8 

60.3 

42.8 

69.7 

2-GR 

3 

92.9 

84.1 


91.2 

93.6 

84.1 

93.1 


BC TABLE 1 1 6 


RELATIVE NUMBER OF MACROPHAGES DETERMINED FROM PWD VERSUS AXL r VIABILITY AND ESTERASE ASSAY, 
WEIGHTED MEAN OF POOLS 


Remarks: pool 1 to 7 weighted according to numberedf 
AewAcytotmtir fs-ee—B C TA BLE— -z-irj t equivalent to combined respective pools 

pool 8 to 10 weighted' according to composition 3 : 7 of macrophages (see jfc ) , 

equivalent to pool 8 to 10 used for phagocytosis and DNA assay 


POO \/±rcc4j, rtJU a c^t 


SW&.Z06Z0Z 


source: os ://www. industryctocuments.ucsf.edu/docs/yndl.00b0 



SUBREPORT P 0500/3057 GDI 51 (R) A28 WS 





GROUP 

POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

0-GR 

8 

i 

37363 

98.4 

611 

1.6 

37974 



2 

40211 

97.5 

1044 

2.5 

41255 



3 

11145 

98.3 

198 

1.7 

11343 (b) 


9 

1 

31037 

98.0 

633 

2.0 

31670 

* 


2 

39029 

97.0 

1205 

3.0 

40234 



3 

39088 

97.8 

865 

2.2 

39953 


10 

1 

37610 

99.4 

240 

0.6 

37850 



2 

34517 

98.0 

699 

2.0 

35216 (c) 



3 

41535 

98.1 

807 

1.9 

42342 

1-GR 

8 

1 

12014 

45.9 

14177 

54.1 

26191 (d) 



2 

6807 

30.2 

15754 

69.8 

22561 



3 

15883 

52.5 

14388 

47.5 

30271 


9 

1 

19583 

64.0 

11004 

36.0 

30587 



2 

16216 

45.9 

19085 

54.1 

35301 



3 

14849 

42.9 

19730 

57.1 

34579 


10 

1 

21280 

81.4 

4852 

18.6 

26132 



2 

21728 

60.3 

14319 

39.7 

36047 



3 

12378 

59.0 

8599 

41.0 

20977 

2-GR 

8 

3 

- 

- 

- 

- 

- 


9 

3 

20142 

81.5 

4581 

18.5 

24723 (e) 


10 

3 

25999 

88.5 

3385 

11.5 

29384 


BC TABLE 117 


NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM FWD VERSUS AXL, DNA ASSAY, 
INDIVIDUAL VALUES 


Remarks: number of signals in region. (macrophages) and. (granulocytes) 

(see BC FIGURE ..) 

total number of signals analyzed: 50000 , unless otherwise noted 


(a) sum of macrophages and granulocytes 

(b) total number of signals analyzed: 13602 

(c) total number of signals analyzed: 43900 

(d) total number of signals analyzed: 41496 

(e) total number of signals analyzed: 30105 





Source: https://wwwJndustrydocgnierits.ucsf.edu/dpc^ 


2029027446 




SUBREPORT P 0500/3057 GDI 51 (R) A29 WS 


GROUP 

STATISTICAL PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF GRANULOCYTES 

9 

(0/0) 

10 

o 

1 

O 

& 

N 

3 

3 

3 


M (0/0) 

1.96 

2.39 

1.51 


SE 

0.29 

0,31 

0.44 


RSD (0/0) 

25.2 

22 • 2 

50.4 

1-GR 

N 

3 

3 

3 


M (0/0) 

57.16 

49.03 

33.09 


SE 

6.61 

6.58 

7.27 


RSD (0/0) 

20.0 

23.3 

38.1 

2-GR 

N 

— 

1 

1 


M (0/0) 


18.5 

11.5 


SE 

- 

- 

- 


RSD (0/0) 





BC TABLE 118 

RELATIVE NUMBER OF GRANULOCYTES DETERMINED FROM FWD VERSUS AXL, DNA ASSAY, 
STATISTICAL PARAMETERS 




jcc j?C 


£frt^206202 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 




( 

\ 


\ ■<? 


( 


SUBREPORT P 0500/3057 GDI 51 (R) A30 WS 


GROUP 

STATISTICAL PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF MACROPHAGES 

9 

(0/0) 

10 

0-GR 

n 

3 

3 

3 


M (0/0) 

98.04 

97.61 

98.49 


SE 

0.29 

0.31 

0.44 


RSD (0/0) 

0.5 

0.5 

0.8 

1-GR 

N 

3 

3 

3 


M (0/0) 

42.84 

50.97 

66.91 


SE 

6.61 

6.58 

7.27 


RSD (0/0) 

26.7 

22.4 

18.2 

2-GR 

N 

- 

1 

1 


M (0/0) 

— 

81.5 

88.5 


SE 

— 

— 



RSD (0/0) 





BC TABLE 119 

RELATIVE NUMBER OP MACROPHAGES DETERMINED FROM FWD VERSUS AXL CYTOGRAM, DNA ASSAY, 
STATISTICAL PARAMETERS 


'ii t c~-> it * tc 1 : Jtc$C /shifts r 


8 frfr£ 206 Z 0 Z 


urce: https://www.industrydocuments.ucsf.e /docs/yndl0000 



SUBREPORT P 0500/3057 GDI51 (R) B1 V® 



GROUP 

POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANUL0CYT1BS 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

0-GR 

8 

1 

- 

- 

- 

- 

- 



2 

6080 

96.8 

199 

3.2 

6279 




5109 

96.0 

211 

4.0 

5320 



3 

6001 

96.6 

210 

3.4 

6211 

- 

9 

i 

7318 

97.9 

156 

2.1 

7474 




7344 

95.8 

325 

4.2 

7669 




7382 

96.5 

270 

3.5 

7652 



2 

4566 

96.8 

153 

3.2 

4719 




4599 

96.8 

152 

3.2 

4751 



3 

4575 

96.4 

172 

3.6 

4747 


10 

1 

10517 

99.7 

i 

'i 

31 

0.3 

10548 




10639 

99.3 

75 

0.7 

10714 




10630 

99.7 

36 

0.3 

10666 



2 

6668 

99.2 

54 

0.8 

6722 




6655 

99.0 

70 

1.0 

6725 




6694 

98.8 

84 

1.2 

6778 



3 

10825 

98.6 

159 

1.4 

10984 




10824 

97.7 

250 

2.3 

11074 




10846 

98.5 

165 

1.5 

11011 

1-GR 

8 

1 

9 

- 

- 

- 

- 

- 



z 

3 

- 

- 

- 

- 

- 


BC TABLE 120 

NUMBER OF MACROPHAGES AND GRANULOCYTES, PHAGOCYTOSIS ASSAY, INDIVIDUAL VALUES 

Remarks: number obtained by 3 independent evaluations of list data from 1 FCM 
determination 

total number of signals counted: 80000 
(a) sum of macrophages and granulocytes 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027449 



SUBREPORT P 0500/3057 GDI51 (R) B2 WS 


GROUP 

POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

1-GR 

9 

1 

7751 

50.2 

7679 

49.8 

15430 




7835 

49.8 

7889 

50.2 

15724 




7972 

49.5 

8123 

50.5 

16095 



2 

3131 

33.4 

6245 

66.6 

9376 




3211 

34.4 

6125 

65.6 

9336 




3233 

34.0 

6283 

66.0 

9516 

* 


3 

6179 

39.9 

9315 

60.1 

15494 




6198 

40.2 

9220 

59.8 

15418 




6266 

40.2 

9339 

59.8 

15605 


10 

1 

7549 

79.3 

1970 

20.7 

9519 




7601 

78.7 

2053 

21.3 

9654 




7645 

78.7 

2067 

21.3 

9712 



2 

4763 

54.7 

3948 

45.3 

8711 




4882 

55.3 

3948 ; 

44.7 

8830 




4896 

55.1 

3984 3 

44.9 

8880 



3 

9381 

63.6 

5358 

36.4 

14739 




9384 

63.8 

5326 

36.2 

14710 




9546 

64.2 

5315 

35.8 

14861 

2-GR 

8 

3 

- 

- 

- 

- 

- 


9 

3 

7643 

76.7 

2323 

23.3 

9966 




7721 

76.9 

2323 

23.1 

10044 




7768 

76.3 

2409 

23.7 

10177 


10 

3 

9552 

87.5 

1370 

12.5 

10922 




9718 

88.5 

1258 

11.5 

10976 




9709 

87.7 

1361 

12.3 

11070 


BC TABLE 120 (continued) 

NUMBER OF MACROPHAGES AND GRANULOCYTES, PHAGOCYTOSIS ASSAY, INDIVIDUAL VALUES 

Remarks: number obtained by 3 independent evaluations of list data from 1 FCM 
determination 

total number of signals counted: 80000 
(a) sum of macrophages and granulocytes 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027450 



SUBREPORT P 0500/3057 GDI51 (R) B3 WS 




•v- 


GROUP 

POOL 

EXP, 

NO. 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF CELLS 

MACROPHAGES 

M SE RSD 

(0/0) (0/0) 

GRANULOCYTES 

M SE 

(0/0) 

RSD 

(0/0) 

0-GR 

8 

i 



_ 






2 

3 

96.5 

0.2 

. 0.4 

3.5 

0.2 

11.8 

* 

9 

i 

96.7 

0.6 

1.1 

3.3 

0.6 

33.3 



2 

3 

96.6 

0.1 

0.2 

3.4 

0.1 

6.9 


10 

1 

99.6 

0.1 

0.2 

0.4 

0.1 

50.5 



2 

99.0 

0.1 

0.2 

1.0 

0.1 

21.5 



3 

98.3 

0.3 

0.5 

1.7 

0.3 

26.1 

1-GR 

8 

1 

2 

O 

_ 


- 


l 

- 


9 

O 

1 

49.9 

0.2 

0.7 

50.1 

\ 

0.2 

0.7 



2 

33,9 

0.3 

1.5 

66.1 

0.3 

0.8 



3 

40.1 

0.1 

0.4 

59.9 

0.1 

0.3 


10 

1 

78.9 

0.2 

0.4 

21.1 

0.2 

1.6 



2 

55.0 

0.2 

0.6 

45.0 

0.2 

0.7 



3 

63.9 

0.2 

0.5 

36.1 

0.2 

0.9 

2-GR 

8 

3 

- 

- 

- 

- 

- 

- 


9 

3 

76.6 

0.2 

0.4 

23.4 

0.2 

1.2 


10 

3 

87.9 

0.3 

0.6 

12.1 

0.3 

4.7 


BC TABLE 121 

RELATIVE NUMBER OF MACROPHAGES AND GRANULOCYTES r PHAGOCYTOSIS ASSAY, 

STATISTICAL PARAMETERS FOR MULTIPLE EVALUATION 

Remarks: statistical parameters for N = 3 (see BC TABLED?) 

pool 3 and 4 represents the mean of pool 3 and pool 4 weighted - 
according to the absolute number of cells.per pool'/see BC TABLE ..) 7 

pool 9 represents the mean- ofposr’3 and pool 4 weighted according Q 
to compositiori"3~T _ Tof macrophages (see 





Source: https://www.industrydocuments.ucsf.edu/docs/yndlOQQQ / 
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GROUP 

STATISTICAL PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OF GRANULOCYTES 

9 

(0/0) 

10 

O-GR 

N 

i 

2 

3 


M (0/0) 

3.5 

3.4 

1 .0 


SE 

- 

- 

o.fc/ 


RSD (0/0) 

— 

— 

63.0 

1-GR 

N 

— 

3 

3 


M (0/0) 

- 

58.7 

34.1 


SE 

- 

4.7 

7.0 


RSD (0/0) 


13.7 

35.5 

2-GR 

N 

- 

1 

1 


M (0/0) 

- 

23.4 

12.1 


SE 

— 

— 

— 


RSD (0/0) 





BC TABLE 122 

RELATIVE NUMBER OF GRANULOCYTES, PHAGOCYTOSIS ASSAY, STATISTICAL PARAMETERS FOR 
MULTIPLE DETERMINATIONS 

/ L**-’ O' f / J .* J f? tf Jc 424 


zsfcczoezoz 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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( 


(V? ' 


GROUP 

STATISTICAL PARAMETER 

RELATIVE 

POOL 

8 

tiACio?HAC,GS 

NUMBER OF ■■GRANU-LQGYfPfiS 

9 

(0/0) 

10 

0-GR 

N 

1 

2 

3 


M (0/0) 

96.5 

96.7 

99.0 


SE 

- 

- 

0.4 


RSD (0/0) 

— 

— 

0.7 

1-GR 

N 

— 

3 

3 


M (0/0) 

- 

41.3 

65.9 


SE 

- 

4.7 

7.0 


RSD (0/0) 

~ 

19.5 

18.3 

2-GR 

N 

— 

1 

1 


M (0/0) 

- 

76.6 

87.9 


SE 

- 

- 

- 


RSD (0/0) 


" 

“ 


BC TABLE 123 

RELATIVE NUMBER OF MACROPHAGES, PHAGOCYTOSIS ASSAY, STATISTICAL PARAMETERS FOR 
MULTIPLE DETERMINATIONS 


j«eJC TAfre ^ 


Source: hftps://www.industfydocumehts.ucsf.edu/docs/yndl0000 
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' 


Ihom 


GROUP POOL EXP. NUMBER OF C ELLS 
NO. 

MACROPHAGES GRANULOCYTES TOTAL (a) 




ABSOLUTE 

REL. TO TOTAL 

(0/0) 

ABSOLOTE 

REL. TO TOTAL 

(0/0) 


1 

1 (b) 



_ 

_ 



3 

30598 

98.59 

439 

1.41 

31037 

2 

1 (b) 

- 

— 

— 

— 



3 

17842 

99.48 

94 

0.52 

17936 

3 

1 

5615 

98.42 

90 

1.58 

5705 


3 

17877 

98.47 

277 

1.53 

18154 

4 

1 

13174 

99.17 

110 

0.83 

13284 


3 

21995 

99.77 

51 

0.23 

22046 

5 

1 

2480 

98.14 

47 

1.86 

2527 


3 

20648 

97.80 

465 

2.20 

21113 

6 

1 

10371 

99.30 

73 

0.70 

10444 


3 

15570 

98.98 

161 

1.02 

15731 

7 

1 

4161 

99.26 

31 ,i 

0.74 

4192 


3 

15665 

99.33 

105 

0.67 

15770 

1 

1 

1013 

16.09 

5281 

83.91 

6294 


3 

11239 

37.93 

18538 

62.07 

29867 

2 

1 

5050 

65.94 

2608 

34.06 

7658 


3 

15797 

76.49 

4856 

23.51 

20653 

3 

1 

2733 

33.08 

5529 

66.92 

8262 


3 

7367 

24.93 

22187 

75.07 

29554 

4 

1 

13325 

68.15 

6227 

31.85 

19552 


3 

14404 

57.55 

10625 

42.45 

25029 

5 

1 

787 

23.00 

2634 

77.00 

3421 


3 

6732 

21.01 

25310 

78.99 

32042 


BC TABLE 124 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM ESTERASE ACTIVITY, VIABILITY 
AND ESTERASE ASSAY, INDIVIDUAL VALUES 

Remarks: for details of determination {see 


(a) sum of macrophages and granulocytes 

(b) 


[r-.y HO.K--/J] 

Source: https://www.inclustrydocuments.ucsf.edu/docs/yndlOO0O 


2029027454 
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GROUP 

POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACROPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

1-GR 

6 

1 

13417 

72.10 

5192 

27.90 

18609 



3 13STSS 

■ s *@- 

56.03 

18508 

43.97 

42091 / 


7 

1 

18746 

89.04 

2308 

10.96 

21054 



3 

20296 

76.17 

6350 

23.83 

26646 

2-GR 

1 

3 

12960 

93.66 

878 

6.34. 

13838 


2 


18219 

96.52 

656 

3.48 

18875 


3 


15895 

70.96 

6504 

29.04 

22399 


4 


14810 

94.36 

886 

5.64 

15696 


5 


18126 

79.93 

4550 

20.07 

22676 


6 


12945 

91.89 

1143; 

8.11 

14088 


7 


12880 

94.77 

711 

5.23 

13591 


BC TABLE 124 (continued) 

NUMBER OF MACROPHAGES AND GRANULOCYTES DETERMINED FROM ESTERASE ACTIVITY, VIABILITY 
AND ESTERASE ASSAY, INDIVIDUAL VALUES 

Remarks: for details of determination (see 


(a) sum of macrophages and granulocytes 



Source: https://www.industrydocuments.ucsf.edu/docs/yndJOOOO. 
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GROUP 

EXP. 

WEIGHTED MEAN RELATIVE 

NUMBER OF 

GRANULOCYTES 

(0/0) 




NO. 

POOL 









1 AND 2 

3 AND 

4 

5, 6 AND 7 

8 

9 

10 

0-GR 

1 

_ 

1.1 


1.2 

_ 

1.1 

0.7 


3 

1.0 

0.4 


1 .0 

0.8 

0.6 

0.8 

1-GR 

i 

66.3 

51.4 


40.1 

65.8 

48.3 

16.8 


3 

43.5 

57.5 


45.0 

41.4 

58.7 

31.2 

2-GR 

3 

4.5 

14.1 


8.0 

4.4 

14.1 

6.1 

BC TABLE 

125 








RELATIVE 

NUMBER 

OF GRANULOCYTES 

DETERMINED 

FROM ESTERASE ACTIVITY, 

VIABILITY AND 

ESTERASE 

ASSAY, 

WEIGHTED 

MEAN OF 

POOLS 








Remarks: pools 1 




pools 8 to 
equivalent 

Stc JC c£ 


:o 7 weighted according to number of macrophages/4 
equivalent to combined respective pools 
10 weighted according to composition 3 : 7 of macrophages (see JC ^ ) 
to pools 8 to 10 used for phagocytosis and DNA assays 


poo x/fra z?s ; . 






/ f,j Hoji/fyfJ 

9St>4,20620Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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NjJP 


GROUP 

EXP• 
NO. 

WEIGHTED MEAN 

POOL 

1 AND 2 

RELATIVE 

3 AND 

NUMBER OF MACROPHAGES 

4 5, 6 AND 7 

(0/0) 

8 

9 

10 

0-GR 

1 


98.9 

98.8 


98.9 

99.3 


3 

99.0 

99.6 

99.0 

99.2 

99.4 

99.2 

1 -GR 

1 

33.7 

48.6 

59.9 

34.2 

51.7 

83.2 


3 

56.5 

42.5 

55.0 

58.6 

41.3 

68.8 

2-GR 

3 

95.5 

85.9 

92.0 

95.6 

85.9 

93.9 

BC TABLE 

126 







RELATIVE 

NUMBER 

OF MACROPHAGES DR 

TERMINED 

FROM ESTERASE ACTIVITY, 

VIABILITY AND 

ESTERASE 

A CCA V 

flu Ufl X f 

WEIGHTED 

MEAN OF 

POOLS 







Kemarks: pools 1 t o v 7 weighted aecurdiny to number of macrophages/-and—gran u-1ooy-t> s c— pe-r pool 

see BG. - TABLE—-H -, equivalent to combined respective pools 

pools 8 to 10 weighted according to compo_sition 3 : 7 of macrophages (see £C ?AO»? V--/ )r 
equivalent to pools 8 to 10 used for phagocytosis and DNA assays 

j -ec JC TA$L£ JA'/ 


£Sb£Z 06 Z 0 Z 


f 




Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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! 


GROUP 

POOL 

EXP. 

NO. 

NUMBER OF CELLS 

MACEDPHAGES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

GRANULOCYTES 

ABSOLUTE REL. TO TOTAL 

(0/0) 

TOTAL (a) 

0-GR 

8 

i 

37168 

98.6 

518 

1.4 

37686 



2 

39944 

98.0 

812 

2.0 

40756 



3 

11093 

98.4 

176 

1.6 

11269 (b) 


9 

1 

30693 

98.9 

327 

1.1 

31020 

* 


2 

38763 

97.6 

949 

2.4 

39712 



3 

38871 

98.2 

718 

1.8 

39589 


10 

1 

37492 

99.6 

164 

0.4 

37656 



2 

34350 

98.3 

593 

1.7 

34943 (c) 



3 

41493 

98.4 

679 

1.6 

42172 

1-GR 

8 

1 

11967 

46.2 

13941 

53.8 

25908 (d) 



2 

6638 

30.6 

15071 

69.4 

21709 



3 

15823 

53.3 

13847 

46.7 

29670 


9 

1 

19243 

64.4 

10635 ' 

35.6 

29878 



2 

16052 

46.2 

18666 

53.8 

34718 



3 

14784 

43.2 

19426 

56.8 

34210 


10 

1 

21106 

82.8 

4381 

17.2 

25487 



2 

21601 

60.9 

13876 

39.1 

35477 



3 

12271 

59.9 

8229 

40.1 

20500 

2-GR 

8 

3 

- 

- 

- 

- 

- 


9 

3 

20029 

81.9 

4421 

18.1 

24450 (e) 


10 

3 

25875 

89.2 

3128 

10.8 

29003 


BC TABLE 127 


NUMBER OF MACROPHAGES AND GRANULOCYTES, DNA-GATED SIGNALS, DNA ASSAY, 
INDIVIDUAL VALUES 


Remarks: number of signals in region {see BC FIGURE ) 

total number of signals analyzed: 50000, unless other,vise noted 


(a) sum of macrophages and granulocytes 

(b) total number of signals analyzed: 13602 

(c) total number of signals analyzed: 43900 

(d) total number of signals analyzed: 41496 

(e) total number of signals analyzed: 30105 


iS3 

o 
N 
CO 

o 

* 

[p/y HoUO^f/036/^ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndJ000p 
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GROUP 

STATISTICAL PARAMETER 

RELATIVE 

POOL 

8 

NUMBER OP GRANULOCYTES 

9 

(0/0) 

10 

0-GR 

N 

3 

3 

3 


M 

1 *64 

1 *75 

1*25 


SE 

0.18 

0.39 

0.41 


RSD (0/0) 

19.4 

38*4 

56.2 

1—GR 

N 

3 

3 

3 


M 

56*63 

48.71 

32.15 


SE 

6.72 

6.62 

7.48 


RSD (0/0) 

20*5 

23.5 

40.3 

2-GR 

N 

- 

1 

1 


M 

- 

18.1 

O 

* 

CD 


SE 

- 

- 

- 


RSD (0/0) 





BC TABLE 128 

RELATIVE NUMBER OP GRANULOCYTES, DNA-GATED SIGNALS, DNA ASSAY, 
STATISTICAL PARAMETERS 

Remarks: number of signals in region (see BC FIGURE ) 

jve 3c Tsftfte ***- 


6SV420G20S 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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GROUP 

STATISTICAL PARAMETER 

RELATIVE NUMBER OF' 

hptcZo PJU66J 

■GRANULOCYTES- 

(0/0) 



POOL 





8 9 


10 


0-GR 

N 

3 

3 

3 


M 

98.36 

98.25 

98.75 


SE 

0.18 

0.39 

0.41 


RSD (0/0) 

0.3 

0.7 

0.7 

1-GR 

N 

3 

3 

3 


M 

43.37 

51.29 

67.85 


SE 

6.72 

6.62 

7.48 


RSD (0/0) 

26.8 

22.3 

19.1 

2-GR 

N 

— 

1 

1 


M 

- 

81.9 

89.2 


SE 

- 

- 

- 


RSD (0/0) 

- 

- 

- 



- 




BC TABLE 129 

RELATIVE NUMBER OF MACROPHAGES, DNA-GATED SIGNALS, DNA ASSAY, 
STATISTICAL PARAMETERS 

Remarks: number of signals in region (see BC FIGURE ) 

jc c. Sc TASte - 




Source: https://www.industrydocurrients.ucsf.edu/docs/yndlOOOO 
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GROUP 

EXPERIMENT 

NO. 

RELATIVE 

POOL 

8 

DIFFERENCE 

9 

(0/0) 

10 

0-GR 

1 

14.29 

81.82 

50.0 


2 

25.0 

25.0 

17.65 


3 

6.25 

22.22 

18.75 

1 —GR 

1 

0.56 

1.12 

8.14 

* 

2 

0.58 

0.56 

1.53 


3 

1.71 

0.53 

2.24 

2-GR 

3 

- 

2.21 

6.48 


BC TABLE 130 

RELATIVE DIFFERENCE BETWEEN THE RELATIVE NUMBER OF GRANULOCYTES 

OBTAINED WITHOUT AND WITH DNA-GATING, DNA ASSAY j 

Remarks: relative number of ungated (see BC TABLE ) minus 

relative number of DNA-gated (see BC i^KrURE- -/V) granulo- 
cyte signals relative to relative number of DNA-gated 
granulocyte signals 




Source: https://www.industrydocurnents.ucsf.edu/doGs/yndlOOOO 
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'\-0 


GROUP 

POOL 

RATIO (COUNTS/MACROPHAGE) 

COUNTS 

REGION ... (a) 

EXP. 

1 3 

(JfcD BLOOD CELLS 

EXP. 

1 

(b) 

3 

0-GR 

i 


0.42 

0.51 

0.14 


2 

- 

0.05 

0.03 

0.00 


3 


1 .63 

1 .21 

0.94 


4 

0.20 

0.04 

0.09 

0.02 


5 

0.80 

1.17 

0.22 

1 .07 


6 

0.06 

0.05 

0.01 

0.04 


7 

0.04 

0.02 

0.01 

0.01 

1-GR 

1 

0.92 

0.58 

1.53 

0.03 


2 

0.18 

0.07 

0.07 

0.10 


3 

0.11 

1.29 

0.06 

0.92 


4 

0.01 

jij&ro./fo 

■0.01 

0.17 


5 

0.89 

2.29 

0.56 

0.90 


6 

0.05 

0.21 

0.04 

0.15 


7 

0.02 

0.04 

0.02 

0.01 

2-GR 

1 

— 

0.82 

— 

0.34 


2 

- 

0.14 

- 

0.16 


3 

- 

0.51 

- 

0.26 


4 

- 

0.05 

- 

0.03 


5 

- 

0.47 

- 

0.73 


6 

- 

0.08 


0.04 


7 

— 

0.04 

““ 

0.02 


/ 


/ 


BC TABLE 131 

RATIO OF RBC PER MACROPHAGE DERIVED FROM FCM AND MICROSCOPIC DATA 

Remarks: counts in region ... considered to represent mainly red 
blood cells 


(a) FCM (see .and BC FIGURE..) 

(b) microscope counting, cytocentrifuge preparation 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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BC FIGURE 1 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0~GR 

Remarks: A: pool 1, B: pool 2 

representative field, resuspension medium, experiment 1 
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BC FIGURE 2 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 1-GR 

Remarks: A: pool 1, B: pool 2 

representative field, resuspension medium, experiment 1 


1 

SUBREPORT P 0500/3057 GD151 (R) B15 WS M 

BC FIGURE 3 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 3, B: pool 4 

representative field, resuspension medium, experiment 3 


SUBREPORT P 0500/3057 GDI 51 (R) B15 WS M 

BC FIGURE 4 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 5, B: pool 6, C: pool 7 

representative field, resuspension medium, experiment 3 



Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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1NBIFO Institut fiir biologische Forschung • Koln 
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Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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INBIFO Institut fur biotogische Forschung • Koln 

;s 


r 


( 


*-?£>£/- 
45. KW 83 


r\ 

S' 

ft 


Source: https://w 
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BC FIGURE 5 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 1--GR 

Remarks: A: pool 3, B: pool 4 _ 

representative field, resuspension medium, experiment 3 
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BC FIGURE 6 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 1-GR 

Remarks: A: pool 5, B: pool 6, C: pool 7 

representative field, resuspension medium, experiment 3 
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BC FIGURE 7 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 2-GR 

Remarks: A: pool 3, B: pool 4 

representative field, resuspension medium, experiment 3 
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BC FIGURE 8 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 5, B: pool 6, C; pool 7 

representative field, resuspension medium, experiment 3 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 
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iNBIFQ Institut fur biologische Forschung • Koln »' 



4 

F/c?UfZe 7 


45. KW 83 


Fortsetzung auf Blatt: 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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BC FIGURE 9 


SDS-PAGE PROTEIN PATTERNS OF VARIOUS POOLS OF FLC, SILVER STAIN 


Remarks 


SLOT 

GROUP 

POOL 

PROTEIN 

(ug) 

1 

standards 

_ 


2 

1.2.2 

4 

0.91 

3 

standards 

- 

- 

4 

1 .3.2 

7 

1.14 

5 

0.2.3 

4 

1.38 

6 

0.3.3 

5 

1.48 

7 

0.3.3 

6 

0.94 

8 

0.3.3 

7 

1.07 

9 

standards 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 
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BC FIGURE 10 J, 

SDS—PAGE PROTEIN PATTERNS OF VARIOUS POOLS OF FLC, COOMASSIE 
BLUE STAIN 


Remarks: 


SLOT 

GROUP 

POOL 

PROTEIN 




(ug) 


1 


2 

1.1.2 

2 

4.86 

3 

1.2.2 

4 

4.24 

4 

1 .3.2 

7 

5.31 

5 

0.2.3 

4 

3.21 

6 

0.3.3 

7 

2.49 

7 

1.2.3 

4 

5.26 

8 

1.3.3 

7 

3.51 

9 

2.2.3 

4 

5.09 

10 

2.3.3 

7 

3.21 

1 1 
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FATTY ACID METHYL ESTERS FROM FLC, WEIGHTED MEANS OF POOLS 
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Remarks: for details see BC TABLE 17 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


2029027490 





CM 

CM 


LO 
in 
*—* 
Lu 

cn 

ro 

3 


x 

}— 


r\ 

M" 

m 

o 

x 


r\ 

in 

CD 

m 

x 

o 

o 

in 

CCS 

X 



jfc -^GuriEz /$ 


(lE&hj RftT(o op Tn-ururtc. Pcr£> ti^w-yc Esr^tz 

f/f(o'0) i/P 2 Sl/S Srsorz/C PC/D D'—T-ffC/LBS-r/^rZ fsfsoj 



/^KJ L / £F 


pcoc s 


£e 7-na^^rS J fc-r d-e-hot 'i/s S-ee- PC r/9-Z5tB Jl- 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027491 




RC? RCTIUITY CU/1E6 FLO 


B GS00/30S7, H0344?, TH, U119 F1SS U92 
SUBREPORT P 0500/3057 GD151 (R) ; >.0 WS M H03447 ( 


1000 I 


800 


600 


400 


200 


0 

1 

2 


0-6R 

1- GR 

2- GR 


fi s PBS 
B t PBS + BSfi 
C i PBS + Ca + 
PBS + BSR 


Mg, 


0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

'POOL 1 

'POOL 2 

'POOL 3 

'POOL 4 

'POOL 5 

'POOL 6 

1 POOL 7 1 


fl 


B 


BC FIGURE 20 


LRURGE PROCEDURE 







ACID PHOSPHATASE ACTIVITY, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 21 


Z6fr2,Z06Z0Z 


Sourc https://www.industrydocuments.ucsf.edu/docs/yndl0000 


INBIFO Institut fur biologische Forschung • K5ln 




H 0S00/30S?, H032Q1, TH, 086 F1SS U84, L 
SUBREPORT P 0500/3057 GDI 51 (R) 21 WS M HO3201 


0-GR 
1 -GR 
2-GR 


R s PBS 
B : PBS + BSfl 
C t PBS + Ca + fig > 
PBS + BSR 


012 012 012 '0 1 2 012 012 


0 1 2 


POOL 1 'POOL 2 'POOL 3 'POOL 4 'POOL S 'POOL 6 'POOL 7 


BC FIGURE 21 


LRURGE PROCEDURE 


RELATIVE NUMBER OF MACROPHAGES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 

Remarks: for details see BC TABLE 24 


E6W.Z06Z0Z 


• Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


INB1FQ Institut fur bioiogische Forschung • K5!n 




fi UbUU/iUb/, HUiiia, IH, Ub4 KISS Ubi, K 


CO 

Ld 

ID 

cc 

x 

p- 

o 

X 

CJ 

X 

X 


100 

80 

60 

40 

20 

0 


0500/3057 

GDI 51 (R) '21 

ws 

M H 03212 

0 

: 0-GR 

fl 

1 PBS 

1 

: 1-6R 

B 

! PBS + BSfl 

2 

* 2-GR 

C 

: PBS + Ca + Mg, 
PBS + BSfl 

m 

n r 

“l 

n r^i 


BC FIGURE 22 


f 


0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

'POOL 1 

‘POOL 2 

‘pool" T 

‘POOL 4 

‘POOL 5 

'POOL 6 

‘POOL 7 1 


fl 


B 


LflUflGE PROCEDURE 


RELATIVE NUMBER OF MACROPHAGES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 

Remarks: for details see BC TABLE 26 

1/Wi.ZOGZOZ 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


INB1FO Institut fur biologische Forschung • KcMn 





INBIFO Institut fur biologische Forschung ■ KOin _ 

SCJBJREPORT P 0500/3057 GD151 (R) B21 WS M H03215 


Q£ 

CM 

CO 

3 

w 

in 

U. 

LO 

CO 

3 


X 


LO 

CM 

M 

a 

x 


r\ 

to 

o 

ro 

X 

a 

a 

LO 

o 

X 


0 : 0-GR R S PBS 

1 s 1-GR B : PBS + BSR 

2 s 2-GR C : PBS + Ca + rig, 

PBS + BSR 



LRURGE PROCEDURE 

BC FIGURE 23 

RELATIVE NUMBER OF MACROPHAGES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE 
PREPARATION, WEIGHTED MEANS OF POOLS 

Remarks: for details see BC TABLE 26 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027495 





H 0SOO/3OS7, H03202, TH, U74 FlSS U73, L 
SUBREPORT P 0500/3057 GDI 51 (R) .'1 WS M HO3202 



0 : 0-6R fl ; PBS 

1 : 1-6R B ; PBS + BSfl 

2 s 2-SR C s PBS + Ca + fig, 

PBS + BSfl 



LflUAGE PROCEDURE 


BC FIGURE 24 


RELATIVE NUMBER OF GRANULOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 


Remarks: for details see BC TABLE 28 

96W.Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


INBIFO Institut fur biologische Forschung • Koln 





H OSOG/30S7, H03216, TH, UPS FlSS U?4, R 
SUBREPORT P 0500/3057 GD151 (R) 11 WS M 


H03216 



0 S 0-GR fl S PBS 

1 s 1-GR B t PBS + BSfl 

2 s 2-GR C : PBS + Ca + Mg, 

PBS + BSfl 



LflUflGE PROCEDURE 


BC FIGURE 25 


RELATIVE NUMBER OF GRANULOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 


Remarks: for details see BC TABLE 30 


46t/.Z06Z0Z 


I urce: https://www.industrydacuments.ucsf.edu/docs/yndl0000 


1NBIFO Institutfur biologische Forschung • Koln 




INBIFO Institut fur biologische Forschung • Koln _ 

SUBREPORT P 0500/3057 GD151 (R) B22 WS M H03219 




/ 


3^ 


100 1 


CO 

Ll! 

I— 

> 

CJ 

o 


=0 

71 

cc 




ID 


80 H 


60 H 


0 

1 

2 


0-GR 

1- GR 

2- GR 


fl : PBS 
B : PBS + BSR 
C j PBS + Ca + fig, 
PBS + BSR 




( 

rx 

3 

to 

in 

Cl 

in 

rx 

3 


X 


tn 

t-H 

OJ 

Kl 

O 

X 


IX 

in 

o 

m 

x 

o 

o 

LTJ 

o 

X 


40 H 


20 H 


0 



0 1 2 


0 12 0 12 
_ | - | 

LRURGE PROCEDURE 


BC FIGURE 26 

RELATIVE NUMBER OF GRANULOCYTES, RESUSPENSION MEDIUM, 
CYTOCENTRIFUGE PREPARATION, WEIGHTED MEANS OF POOLS 

Remarfcs: for details see BC TABLE 30 




Source: https://www.industrydocuments.ucsf.edu/docs/yndlOOOO 


2029027498 





H uSUO/iUSP, H032Q 7 , TH, UP? F1S5 UPS, L 
SUBREPORT P 0500/3057 GD151 (R) ; 22 WS M HO3207 


3.0 


2. 5 


0 : 0-GR 

1 s 1-GR 

2 : 2-GR 


fl : PBS 
B S PBS '+ BSfl 
C s PBS + Ca + fig, 
PBS + BSfl 


2.0 


1.5 


O.S 


BC FIGURE 27 






012 012 012 012 0 1 2 0 1 2 0 1 2 
POOL 1 'POOL 2 'POOL 3 'POOL 4 1 POOL S 'POOL 6 'POOL 7 


LflUflGE PROCEDURE 


RELATIVE NUMBER OF LYMPHOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 

Remarks: for details see BC TABLE 32 


66fc£Z0620Z 


Source: https://www.industrydocuments.ucsf.edu tocs/yndl0000 



fi 0S00/30S7, H03208, TH, U?8 F1S5 U?7, R 
SUBREPORT P 0500/3057 GDI 51 (R){ 22 WS 


M 


HO3208 


/"N 

07 
LU 
1— 
> 
O 

o 

X 

p~ 

n 

> 


3. 0 


2.5 H 


2.0 


1.5 H 


1.0 


0.5 


0 


BC FIGURE 28 


1 

2 


0-6R 

1- 6R 

2- 6R 


fi : PBS 
B ; PBS + 
C * PBS + 
PBS + 


BSfl 

Ca + Mg, 
BSfl 


012 012 012 012 012 012 012 

POOL 1 'POOL 2 1 POOL 3 1 POOL 4 1 POOL 5 1 POOL 6 'POOL 7 

- T - 


fi 


B 


LflUAGE PROCEDURE 


RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE 
PREPARATION, INDIVIDUAL POOLS 

Remarks: for details see BC TABLE 34 


00S4Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/yndl0000 


INBIFQ Institut ftir biologische Forschung • K6in 




B 0500/3057, H03211, TH, U79 FlSS U7 r 


INBIFO Institut fur biologische Forschung • KQIn _ 

SUBREPORT P 0500/3057 GD151 (R) B22 WS 


M H03211 


^ 3.0 —i 


CO 
LlI 
I— 
> 
o 
o 

X 

p- 

n 

>- 


2.5 H 


2.0 H 


0 : 0-GR 

1 * 1-GR 

2 : 2-GR 


A : PBS 
B s PBS + BSfl 
C : PBS + Ca + rig, 
.- PBS + BSfl 


1.5 H 


Q£ 


l.o H 


0.5 H 


o 


\ 


0 1 2 0 1 2 0 1 2 


fl 1 B 1 C 

LRUflGE PROCEDURE 


BC FIGURE 29 

RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE 
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NUMBER OF GRANULOCYTES PER RAT, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 
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BC FIGURE 33 

NUMBER OF GRANULOCYTES PER RAT, RESUSPENSION MEDIUM, CYTOCENTRIFUGE 
PREPARATION, SUM OF POOLS 

Remarks: for details see BC TABLE 38 
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BC FIGURE 34 

VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 40 
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BC FIGURE 35 

VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM, WEIGHTED 
MEANS OF POOLS 

Remarks: for details see BC TABLE 40 
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BC FIGURE 36 

NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 42 
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BC FIGURE 37 

NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, 
SUM OF POOLS 

Remarks: for details see BC TABLE 42 
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BC FIGURE 39 

RELATIVE NUMBER OF MULTINUCLEATED MACROPHAGES , RESUSPENSION MEDIUM, 
CYTOCENTRIFUGE PREPARATION, WEIGHTED MEANS OF POOLS 
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MEAN MACROPHAGE AREA, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
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MACROPHAGE AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 47 
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MACROPHAGE AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
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MEAN NUCLEUS AREA, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
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BC FIGURE 43 

NUCLEUS AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
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BC FIGURE 43 (continued) 

NUCLEUS AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
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VACUOLE AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 51 
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